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Abbreviations

AG-490 α-cyano-(3,4-dihydroxy)-N-benzylcinnamide (JAK2 inhibitor)

AP activator protein

AUF ARE/poly(U)-binding/degradation factor

BH4 tetrahydrobiopterin

cAMP 3’-5’-cyclic adenosine monophosphate

C/EBP CCAAT-enhancer box binding protein

CM cytokine mixture containing IFN , TNF-  and IL-1

COX-2 cyclo-oxygenase 2

ELISA enzyme linked immunosorbent assay

EMSA electrophoretic mobility shift assay

ERK extracellular signal-regulated kinase

FAD flavin adenine dinucleotide

FMN flavin mononucleotide

GAPDH glyceraldehyde-3-phosphate dehydrogenase

GC guanylate cyclase

GAS gamma activated site

GSH glutathione

HIF hypoxia induced factor

IFN interferon

IL interleukin

iNOS inducible nitric oxide synthase

IRF interferon regulatory factor

JAK Janus kinase

JNK c-Jun N-terminal kinase

KATP ATP-dependent kalium (channels)

KLF krüppel like factor

LPS lipopolysaccharide
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LUC luciferase

MAPK mitogen-activated protein kinase

NAC N-acetyl-L-cysteine

NADPH nicotinamide adenine dinucleotide phosphate

NFAT nuclear factor of activated T cells

NF-κB nuclear factor-κB

NO nitric oxide

OR-1384 3-[4-(methylsulfonyl)benzylidene]pentane-2,4-dione (orazipone)

OR-1958 3-[3-chloro-4-(methylsulfonyl)benzylidene]pentane-2,4-dione

(orazipone analog)

OR-2149 3-[4-(methylsulfonyl)benzyl]pentane-2,4-dione (the non-thiol

modulating control compound for orazipone)

OR-1560 simendan analog

PDE phosphodiesterase

PDTC pyrrolidine dithiocarbamate (NF-κB inhibitor)

PKA protein kinase A

PKC protein kinase C

PPAR peroxisome proliferator activated receptor

PTB polypyrimidine tract-binding protein

RT-PCR reverse transcriptase/real time PCR

STAT signal transducer and activator of transcription

TGF transforming growth factor

TLR Toll-like receptor

TNF- tumor necrosis factor alpha

USF upstream stimulatory factor

3’-UTR 3’-untranslated region of mRNA

WHI-P154 4-(3'-bromo-4'-hydroxylphenyl)-amino-6,7-dimethoxyquinazoline

(JAK3 inhibitor)

WHI-P131 4-(4 -hydroxyphenyl)amino-6,7-dimethoxyquinazoline

(JAK3 inhibitor)
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Abstract

Inflammation is a defence mechanism by which an organism reacts to pathogens

and tissue damage. Activated inflammatory cells produce signalling molecules

that modulate the inflammatory response and the progress of inflammation. The

inflammatory response is usually beneficial and required for survival, but when

inappropriately focused or regulated, or excessive or prolonged, the

inflammatory reaction may be harmful to the host. This is the case in septic

shock and in chronic inflammatory diseases like arthritis.

One of the genes that is activated in inflammation is inducible nitric oxide

synthase (iNOS). iNOS is an enzyme that catalyzes a reaction where nitric oxide

is produced. Nitric oxide is a signalling molecule that modulates immune

response and inflammation, regulates the tonus of the blood vessels and acts as a

neurotransmitter. Even though nitric oxide has many positive effects, it has

detrimental effects in chronic inflammation, where it is overproduced. Nitric

oxide is involved in the pathophysiology of various inflammatory diseases

including septic shock, rheumatoid arthritis, osteoarthritis and asthma.

Compounds that inhibit iNOS expression or activity have been found to possess

anti-inflammatory properties in various forms of experimentally-induced

inflammation.

In the present study, the pharmacological regulation of iNOS expression and

nitric oxide production was investigated in activated macrophages. Janus kinase

(JAK2 and JAK3) inhibitors, orazipone and simendans were found to inhibit

iNOS expression and nitric oxide production. JAK2 inhibitor AG-490 and JAK3

inhibitor WHI-P154 decreased the activation of signal transducer and activator

of transcription (STAT) 1, which may explain their inhibitory effects on iNOS

expression. Orazipone inhibited the activation of NF- B, one important

transcription factor for iNOS expression. Orazipone also inhibited the activation

of STAT1. The results suggest that the thiol modulating property of orazipone is
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involved in the mechanism by which orazipone inhibits iNOS expression.

Simendans did not affect the activation or the DNA binding activities of STAT1

or NF- B, but they inhibited NF- B-dependent transcription. iNOS mRNA

decay was not affected by simendans but they decreased iNOS mRNA

expression by inhibiting iNOS promoter activity.

In the present study, the pharmacological compounds used were found to

have anti-inflammatory properties. The molecular mechanisms behind their

effects were described. The information can be utilized in the development of

novel anti-inflammatory drugs.
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Tiivistelmä

Tulehdus on puolustusmekanismi, jolla elimistö reagoi taudinaiheuttajiin ja

kudosvaurioon. Aktivoituneet tulehdussolut tuottavat välittäjäaineita, jotka

säätelevät tulehdusreaktiota ja tulehduksen etenemistä. Tulehdusreaktio on

yleensä hyödyllinen ja täerkeä eliön selviämisen kannalta, mutta jos se

kohdentuu väärin tai jos reaktio on liiallinen, pitkittynyt tai väärin säädelty,

tulehdusreaktiosta voi olla haittaa elimistölle. Tällainen tilanne on kyseessä

septisessä sokissa ja kroonisissa tulehdussairauksissa kuten nivelreumassa.

Yksi tulehduksessa aktivoituvista geeneistä on indusoituva typpioksidi-

syntaasi (iNOS). Typpioksidisyntaasi on entsyymi, jonka katalysoimassa

reaktiossa syntyy typpioksidia. Typpioksidi on signaalinvälittäjämolekyyli, joka

säätelee immuunivastetta ja tulehdusreaktiota, osallistuu verisuonten tonuksen ja

verenpaineen säätelyyn sekä toimii hermovälittäjäaineena. Vaikka typpioksidilla

on monia positiivisia vaikutuksia, kroonisessa tulehduksessa typpioksidia

tuotetaan ylimäärin ja sillä on haitallisia vaikutuksia. Typpioksidi liittyy mm.

septisen sokin, nivelreuman, nivelrikon ja astman patogeneesiin. iNOS:n

ilmentymistä tai aktiivisuutta estävillä yhdisteillä on todettu olevan tulehdusta

vaimentavia vaikutuksia monissa tulehdustautien kokeellisissa malleissa.

Tässä tutkimuksessa selvitettiin iNOS:n ilmentymisen ja typpioksidin tuoton

farmakologista säätelyä aktivoiduissa makrofaageissa. Tutkimuksessa havaittiin

sekä Janus kinaasien (JAK2 ja JAK3) estäjien että oratsiponin ja simendaanien

estävän iNOS:n ilmentymistä ja typpioksidin tuottoa. JAK2 estäjä AG-490 ja

JAK3 estäjä WHI-P154 vähensivät STAT1:n (signal transducer and activator of

transcription 1) aktivoitumista, mikä voi selittää niiden typpioksidin tuottoa

vähentävän vaikutuksen. Oratsiponi esti yhden iNOS:lle tärkeän transkriptio-

tekijän, NF- B:n, aktivoitumista. Oratsiponi esti lisäksi STAT1-transkriptio-

tekijän aktivoitumista. Tulosten perusteella voidaan päätellä, että oratsiponin

toimiminen tiolimodulaattorina on ainakin yksi mekanismeista, joilla se vähentää
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iNOS:n ilmentymistä. Simendaanit eivät vaikuttaneet STAT1:n tai NF- B:n

aktivoitumiseen tai kykyyn sitoutua DNA:han, mutta ne estivät NF- B-välitteistä

transkriptiota. Simendaanit eivät myöskään vaikuttaneet iNOS mRNA:n

hajoamiseen, mutta ne vähensivät iNOS mRNA:n ilmentymistä estämällä iNOS-

promoottorin aktiivisuutta.

Tutkimuksessa havaittiin tutkituilla lääkeaineilla olevan tulehdusta

vaimentavia ominaisuuksia ja saatiin selville ilmiön taustalla olevia

molekulaarisia mekanismeja. Tietoa voidaan käyttää hyväksi kehitettäessä uusia

tulehdusta vaimentavia lääkeaineita.



 13

Introduction

Inflammation is a defence mechanism by which an organism reacts to tissue

damage. Inflammatory cells are activated by stimuli like pathogens, allergens,

irritants or physical injury. Extracellular stimuli are recognized by specific

receptors on cell surface. These receptors transduce the signal into the cell and

activate signalling cascades. Diverse signalling cascades are activated and

modulate the activity of the inflammatory cell, for example by initiating gene

expression. Activated inflammatory cells produce inflammatory mediators that

modulate the inflammatory response and regulate the progress of inflammation.

The inflammatory response is usually beneficial and required for survival, but

when inappropriately focused or regulated, or excessive or prolonged, the

inflammatory reaction may be harmful to the host. This is the case in septic

shock and in chronic inflammatory diseases like arthritis.

Nitric oxide (NO) is a small gaseous signalling molecule that is synthesized

from amino acid L-arginine in a reaction catalyzed by nitric oxide synthase

(NOS). In mammalian cells there are three isoforms of the enzyme. The

endothelial (eNOS) and neuronal (nNOS) isoforms are low output

Ca2+-dependent enzymes, which produce NO in a pulsative manner. Although

eNOS and nNOS expression is believed mainly to be constitutive, there are

several examples showing a modulation of eNOS and nNOS expression

(Förstermann et  al.  1998).  In contrast,  iNOS is a high output,  Ca2+-independent

enzyme, which is expressed in most cells only after induction by

proinflammatory cytokines and other agents including bacterial products. In

inflammation, NO modulates immune responses and inflammatory process

(Moilanen et al. 1999, Korhonen et al. 2005). Even though NO has many

positive effects and is an important defence molecule against bacteria and

viruses, NO has detrimental effects in chronic inflammation. Overproduction of

NO  is  associated  with  the  pathophysiology  of  inflammatory  diseases  such  as
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rheumatoid arthritis, osteoarthritis, asthma and sepsis (Kirkebøen and Strand

1999, Zamora et al. 2000, Ricciardolo et al. 2004, Cuzzocrea 2006, Vuolteenaho

et al. 2007). In light of the results in various forms of experimentally-induced

inflammation, compounds that inhibit iNOS expression or iNOS activity are

considered potential drug candidates for the treatment of inflammatory diseases

(Tinker and Wallace 2006).

Bacterial products and some cytokines induce iNOS expression in

inflammatory and tissue cells including macrophages. Lipopolysaccharide (LPS),

a cell wall component of gram-negative bacteria, is a known inducer of iNOS

expression. Interferon γ (IFNγ) is one of the central cytokines involved in the

induction of iNOS expression and NO production in macrophages. LPS and

IFNγ activate transcription factors critical in iNOS expression.

The aim of the present study was to investigate the pharmacological control

of iNOS expression and NO production in activated macrophages by inhibitors

of Janus kinases 2 and 3, and to evaluate the anti-inflammatory effects of

orazipone (a candidate drug) and simendans by investigating their effects on

iNOS expression and NO production.
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Review of the literature

Nitric oxide

The factor regulating the relaxation of the endothelial smooth muscle cells was

first described as the endothelium-derived relaxing factor (EDRF) (Furchgott and

Zawadzki 1980). Later this factor was recognized to be nitric oxide (Ignarro et

al. 1987, Palmer et al. 1987).

Nitric oxide (NO) is a small gaseous signalling molecule. NO is involved in

various physiological and pathophysiological conditions and has both

detrimental and beneficial effects in the human body. NO regulates

vasorelaxation and platelet aggregation. It acts as a neurotransmitter in NANC

(non adrenergic, non cholinergic) nerves and in the central nervous system. NO

regulates neutrophil activation and cell growth and induces apoptosis. NO has an

important role in host defence mechanisms. NO mediates the toxicity of natural

killer  cells  and  regulates  T  cell  activation.  Nitrosylation  of  proteins  by  NO-

driven radicals regulates protein activity and function. (Korbut and Guzik 2005)

In inflammation, NO modulates various vascular and cellular responses

(Moilanen et al. 1999, Korhonen et al. 2005), and its overproduction is

associated with the pathophysiology of inflammatory diseases such as asthma

(Sanders 1999, Ricciardolo et al. 2004) and arthritis (Cuzzocrea 2006,

Vuolteenaho et al. 2007).

Inflammation and nitric oxide

Inflammation is a host defence mechanism that protects the body against

pathogens. The inflammatory response is usually beneficial and required for

survival. However, when the inflammatory response is inappropriately focused
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or regulated, or excessive or prolonged, it may be harmful to the host. This is the

case in septic shock and in chronic inflammatory diseases like arthritis.

The inflammatory response can be divided into two phases, i.e. acute and

chronic inflammation. The acute phase begins rapidly after the threat (e.g. tissue

damage or a pathogen) is recognized and may last from minutes to a few days. In

the acute phase of inflammation, blood vessels dilate leading to increased blood

flow  to  the  site  of  inflammation  and  the  permeability  of  capillaries  increases

allowing fluid and plasma proteins to enter the injured tissue. Vasodilation and

increased permeability of capillaries finally result in the typical symptoms of

inflammation, namely swelling, redness, heat and pain. In the acute phase,

leukocytes, predominantly neutrophils, also stick to the vascular endothelium

and migrate through the vascular wall into the inflamed tissue. Leukocytes

migrate towards the higher concentration of chemoattractants (including

bacterial products, components of the complement system, leukotrienes and

cytokines) that are produced in the inflamed tissue. Leukocytes ingest offending

agents,  kill  bacteria  and  other  microbes,  and  destroy  necrotic  tissue  and  toxins

(Kumar et al. 2005).

   When the acute phase turns into chronic inflammation, monocytes have

entered the site of the inflammation and have differentiated into macrophages.

Macrophages destroy foreign agents by phagocytosis and produce pro-

inflammatory cytokines and other inflammatory mediators. Lymphocytes

represent the adaptive immune response in the inflamed tissue. They are

activated by antigens and produce specific antibodies to destroy foreign agents

(Kumar et al. 2005).

Inflammation triggers the induction of inflammation-related enzymes and the

production of proinflammatory cytokines in inflammatory cells including

macrophages. Inflammation induces the expression of inducible nitric oxide

synthase (iNOS) and cyclo-oxygenase 2 (COX-2), which produce inflammatory

mediators NO and prostaglandin E2 respectively. The production of

proinflammatory cytokines e.g. tumor necrosis factor (TNF)  and interleukins

(IL) IL-1, IL-6 and IL-8 is related to inflammation (Kumar et al. 2005).

NO is an important molecule in host defence against infectious organisms. It

regulates the functional activity, growth and death of many immune and
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inflammatory cells including macrophages, T lymphocytes, antigen-presenting

cells, mast cells, neutrophils and natural killer cells (Coleman 2001). At the sites

of inflammation NO is rapidly oxidized to reactive nitrogen species (RNOS),

which mediate many of the effects of NO in immunological cells. RNOS can

modify the activity of signalling proteins by nitrosylation of thiols or amines

(Coleman 2001). S-nitrosation is also a negative feedback mechanism by which

NO downregulates the inflammatory processes that lead to the production of NO

(Laroux et al. 2001, Korhonen et al. 2005). NO mediates toxic effects when NO

and superoxide (O2
-) anion combine to form peroxynitrite (ONOO-) under

conditions of both nitrosative and oxidative stress (Coleman 2001, Korhonen et

al. 2005).

Nitric oxide synthases (NOS)

NO is synthesized from amino acid L-arginine in a reaction catalyzed by nitric

oxide synthase (NOSs, EC 1.14.13.39) (Fig. 1). In mammalian cells there are

three  isoforms  of  the  enzyme.  Neuronal  nNOS  (also  known  as  NOS  I)  and

endothelial eNOS (NOS III) are expressed mainly constitutively but can be

modulated by different agents (Förstermann et al. 1998). The third isoform,

iNOS (NOS II), is induced in response to proinflammatory cytokines and

bacterial products in inflammatory and tissue cells (MacMicking et al. 1997,

Geller and Billiar 1998, Alderton et al. 2001, Kleinert et al. 2004).

Figure 1. Synthesis of nitric oxide from L-arginine catalyzed by NOS.



18

Inducible NOS

The human iNOS gene is located on chromosome 17 and consists of 26 exons

and 25 introns within 37 kb (Genebank accession numbers LO9210, L24553,

X73029). Human iNOS protein (131 kDa) consists of 1153 amino acids. Human

and murine iNOS amino acid sequences are 80 % identical. iNOS protein has

two domains with distinct functions (Fig. 2). The N-terminal oxygenase domain

binds to the substrate L-arginine and interacts with cofactors tetrahydrobiopterin

(BH4) and iron protoporphyrin IX (haem). This domain is responsible for

dimerization  of  two identical  iNOS subunits.  The  C-terminal  reductase  domain

interacts with the electron donor nicotinamide adenine dinucleotide phosphate

(NADPH) and the electron carriers flavin mononucleotide (FMN) and flavin

adenine dinucleotide (FAD) that function as cofactors in the reaction catalyzed

by NOS. In addition to dimerization, the formation of the active iNOS enzyme

requires binding of two calmodulin molecules thus creating the active iNOS

tetramer consisting of two iNOS monomers and two calmodulins (Alderton et al.

2001).

Figure 2. Schematic presentation of the functional domains of human iNOS
protein and binding sites of substrate and cofactors. The codes are:
ARG=arginine, BH4=tetrahydrobiopterin, CaM=calmodulin, FMN=flavin
mononucleotide, FAD=flavin adenine dinucleotide, NADPH=nicotinamide
adenine dinucleotide phosphate. (Modified from Alderton et al. 2001)

iNOS is expressed in vitro in response to various stimuli in certain cells.

Inducible nitrite production was first observed in murine macrophages exposed

to bacterial lipopolysaccharide (Stuehr and Marletta 1985) and murine iNOS

gene was cloned from macrophages by three separate groups (Xie et al. 1992,

Lyons et al. 1992, Lowenstein et al. 1992). iNOS knockout mice were

susceptible to infection, developed strong Th1 type immune response and were

resistant to LPS-induced mortality (Wei et al. 1995) which implies an important

role of iNOS in host defence.  Bacterial products such as lipopolysaccharide, a
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cell wall component of gram negative bacteria, induce the transcription of iNOS.

Proinflammatory cytokines including IFNs α, β and γ, IL-1β and  TNF-α are

known inducers of iNOS expression, but iNOS promoters seem to respond to

cytokines in a cell and tissue specific manner (Wort et al. 2001).

Inhibitors of iNOS

Overproduction of NO by iNOS is associated with inflammatory diseases and

conditions like arthritis, asthma and septic shock (Zamora et al. 2000). However,

NO production by the constitutively expressed isoforms of NOS is crucial to

regulate normal functions in the body (e.g. blood pressure and

neurotransmission) (Korbut and Guzik 2005). The development of an inhibitor

that selectively inhibits NO production by the inducible isoform of NOS has

therefore become a feasible target. However, the development of specific iNOS

inhibitors has proved a challenging task. iNOS inhibitors developed so far

include L-arginine analogs, guanidines, isothioureas and amidines together with

compounds that inhibit iNOS dimerization or compete with essential cofactors of

iNOS (Tinker and Wallace 2006).

Compounds resembling L-arginine competitively inhibit NO production.

Their selectivities over the three isoforms of NOS vary (Table 1). L-NIL, which

has 20–50 fold selectivity towards iNOS when compared to nNOS or eNOS, has

been described to both ameliorate (Connor et al. 1995, Boileau et al. 2002,

Hallinan et al. 2002) and exacerbate (McCartney-Francis et al. 2001,

Veihelmann et al. 2002) inflammation in animal models of arthritis (Table 2).

1400W is a fairly selective iNOS inhibitor (Garvey et al. 1997, Paige and Jaffrey

2007). It has been described to reduce pain (da S.Rocha et al. 2002, Castro et al.

2006) in addition to being ineffective (Sakaguchi et al. 2004) in animal models

of arthritis (Table 2). Recently described potent and specific iNOS inhibitors

GW273629 and GW274150 (Alderton et al. 2005) functioned successfully in

animal models of arthritis (Cuzzocrea et al. 2002, Bainbridge et al. 2006)

(Table 2) and in other animal models of diseases or disorders including renal

ischemia/reperfusion injury, septic shock, lung injury and pain (McDonald et al.
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2002, Chatterjee et al. 2003, Genovese et al. 2005, De Alba et al. 2006,

Albuszies et al. 2007).

Inhibitors of iNOS induction (i.e. gene expression) are potent inhibitors of

NO production. However, inhibition of signalling pathways leading to iNOS

expression usually interferes with other regulatory pathways in gene expression

(Tinker and Wallace 2006).

Table 1. L-arginine (substrate for NOS) and its analogs used as iNOS
inhibitors. The isoform selectivities of the inhibitors are presented. (Modified
from Alderton et al. 2001, Vuolteenaho et al. 2007)

selectivity (fold)

compound structure iNOS vs. nNOS iNOS vs. eNOS

L-arginine

L-NMMA 0.7 0.5

L-NIL 23 49

L-NIO 20 30-50

1400W 32 >4000

aminoguanidine 5.5 11

GW273629 78 >125

GW274150 104 333

The formation of active NOS enzyme requires stable dimerization of two

identical subunits. The interfaces between the two subunits are less conserved
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than the active sites of different NOS isoforms. Therefore pharmacological

compounds that specifically inhibit iNOS dimerization are under development

(McMillan et al. 2000, Paige and Jaffrey 2007). PPA250, an inhibitor of iNOS

dimerization, has been tested on an animal model of arthritis with promising

results (Ohtsuka et al. 2002).



22

re
fe

re
nc

e

(H
al

lin
an

 e
t a

l. 
20

02
)

(B
oi

le
au

 e
t a

l. 
20

02
)

(M
cC

ar
tn

ey
-F

ra
nc

is
 e

t a
l. 

20
01

)

(V
ei

he
lm

an
n 

et
 a

l. 
20

02
)

(C
on

no
r e

t a
l. 

19
95

)

(G
ad

 a
nd

 K
ha

tta
b 

20
00

)

(d
a 

S.
R

oc
ha

 e
t a

l. 
20

02
)

(O
ya

na
gu

i 1
99

4)

(C
as

tro
 e

t a
l. 

20
06

)

(S
ak

ag
uc

hi
 e

t a
l. 

20
04

)

(O
ht

su
ka

 e
t a

l. 
20

02
)

(C
uz

zo
cr

ea
 e

t a
l. 

20
02

)

(B
ai

nb
rid

ge
 e

t a
l. 

20
06

)

(R
oj

as
 e

t a
l. 

20
03

)

(Y
on

ek
ur

a 
et

 a
l. 

20
03

)

re
su

lt

in
hi

bi
te

d 
in

fla
m

m
at

io
n 

an
d 

di
d 

no
t e

le
va

te
 sy

ste
m

ic
bl

oo
d 

pr
es

su
re

an
ti-

in
fla

m
m

at
or

y 
ef

fe
ct

s

ex
ac

er
ba

tio
n 

of
 d

ise
as

e

ex
ac

er
ba

tio
n 

of
 th

e 
ac

ut
e 

in
fla

m
m

at
or

y 
re

sp
on

se

su
pp

re
ss

ed
 jo

in
t i

nf
la

m
m

at
io

n

an
ti-

in
fla

m
m

at
or

y 
ef

fe
ct

s

re
du

ce
d 

pa
in

 *
*

an
ti-

in
fla

m
m

at
or

y 
ef

fe
ct

s

re
du

ce
d 

jo
in

t p
ai

n

no
 e

ff
ec

t o
n 

ar
th

rit
ic

 in
fla

m
m

at
io

n 
or

 b
on

e
de

st
ru

ct
io

n
an

ti-
in

fla
m

m
at

or
y 

ef
fe

ct
 (s

up
pr

es
se

d 
th

e
de

ve
lo

pm
en

t o
f a

 d
es

tru
ct

iv
e 

po
ly

ar
th

rit
is

)
at

te
nu

at
ed

 th
e 

de
gr

ee
 o

f c
hr

on
ic

 in
fla

m
m

at
io

n 
an

d
tis

su
e 

da
m

ag
e

re
du

ce
d 

di
se

as
e 

se
ve

rit
y

an
ti-

in
fla

m
m

at
or

y 
ef

fe
ct

s

ef
fe

ct
iv

el
y 

re
du

ce
d 

th
e 

pa
w

 sw
el

lin
g

ar
th

ri
tis

 m
od

el

ac
ut

e 
an

d 
ch

ro
ni

c 
m

od
el

s o
f i

nf
la

m
m

at
io

n 
in

ro
de

nt
s

os
te

oa
rth

rit
is

 m
od

el
 in

 d
og

s

st
re

pt
oc

oc
ca

l c
el

l w
al

l-i
nd

uc
ed

 a
rth

rit
is

 in
 ra

ts

an
tig

en
 in

du
ce

d 
ar

th
rit

is
 in

 m
ic

e

ad
ju

va
nt

-in
du

ce
d 

ar
th

rit
is

 in
 ra

ts

ca
rra

ge
en

an
 g

ra
nu

lo
m

a 
ai

r p
ou

ch
 a

nd
 F

re
un

d'
s

ad
ju

va
nt

-in
du

ce
d 

ar
th

rit
is

 in
 ra

ts

zy
m

os
an

-in
du

ce
d 

ar
th

rit
is

 in
 ra

ts

ad
ju

va
nt

-in
du

ce
d 

ar
th

rit
is

 in
 ra

ts

ex
pe

rim
en

ta
l m

od
el

 o
f o

st
eo

ar
th

rit
is

 in
ra

ts

ty
pe

 II
 c

ol
la

ge
n-

in
du

ce
d 

ar
th

rit
is

 in
 m

ic
e

co
lla

ge
n-

in
du

ce
d 

ar
th

rit
is

 in
 m

ic
e 

an
d 

ad
ju

va
nt

ar
th

rit
is

 in
 ra

ts

co
lla

ge
n-

in
du

ce
d 

ar
th

rit
is

 in
 m

ic
e

co
lla

ge
n-

in
du

ce
d 

ar
th

rit
is

 in
 m

ic
e

ad
ju

va
nt

-in
du

ce
d 

ar
th

rit
is

 in
 ra

ts

ad
ju

va
nt

-in
du

ce
d 

ar
th

rit
is

 in
 ra

ts

Ta
bl

e 
2.

Ex
am

pl
es

 o
f t

he
 e

ff
ec

ts
 o

fi
N

O
S 

in
hi

bi
to

rs
 in

 a
ni

m
al

 m
od

el
s o

f a
rth

rit
is.

iN
O

S 
in

hi
bi

to
r

Pr
od

ru
g 

of
 L

-N
IL

L-
N

IL

L-
N

IL

L-
N

IL

am
in

og
ua

ni
di

ne
 o

r
L-

N
IL

am
in

og
ua

ni
di

ne

am
in

og
ua

ni
di

ne
 o

r
14

00
W

L-
N

A
M

E 
/ L

-
N

M
M

A

L-
N

A
M

E 
or

 1
40

0W

14
00

W

PP
A

25
0

G
W

27
41

50

G
W

27
41

50

ttC
H

*

S-
(2

-a
m

in
oe

th
yl

)-
is

ot
hi

ou
re

a
*

2,
4,

6-
tri

m
et

ho
xy

-2
V

-tr
ifl

uo
ro

m
et

hy
lc

ha
lc

on
e 

 *
*o

nl
y 

w
he

n 
gi

ve
n 

as
 a

 p
re

tre
at

m
en

t



 23

Regulation of iNOS expression

Once iNOS is expressed, it produces large amounts of NO (in a micromolar

range) for prolonged periods. NO production through iNOS pathway is regulated

mainly  at  the  level  of  iNOS  expression  (Kleinert  et  al.  2004,  Korhonen  et  al.

2005). iNOS expression is regulated by transcriptional, post-transcriptional or

post-translational mechanisms.

Transcriptional regulation

iNOS promoter

Murine iNOS promoter region was cloned in 1993 by two groups (Xie et al.

1993, Lowenstein et al. 1993). Human iNOS promoter was described one year

later (Chartrain et al. 1994). Murine and human iNOS promoters share some

homologies, but their regulation seems to differ to some extent. A 1 kb fragment

of the 5’-flanking sequence of the murine iNOS gene displayed nearly full

promoter activity in transfection experiments (Xie et al. 1993, Lowenstein et al.

1993). By contrast, a 1 kb fragment of the 5’-flanking sequence of the human

iNOS gene displayed only basal but not cytokine inducible promoter activity in

transfection experiments using human cells. A 2-fold inducibility was seen using

fragments containing 3.6 kb 5’-flanking sequence. In transfection experiments

using the “full” human iNOS promoter (containing 16 kb of the 5’-flanking

sequence) a maximal 20-fold cytokine-related inducibility was seen (de Vera et

al. 1996) (Fig. 3). This relatively low inducibility of the 16 kb promoter fragment

parallels the low inducibility seen for the endogenous human iNOS promoter

activity in nuclear run-on experiments (de Vera et al. 1996). Both murine and

human iNOS promoters contain TATA-box about 30 bp from the transcriptional

start site and a NF- B binding site nearby. In contrast to the murine proximal

NF- B site (Xie and Nathan 1994) the homologous site in the human iNOS

promoter seems not to be functional in human cells (de Vera et al. 1996). In

addition both the murine and the human iNOS promoter contain several

upstream NF- B binding sites. In the human promoter combined NF- B
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/STAT1  binding sites at -5.2 to -5.8 kb seem to be essential for cytokine

mediated induction of the promoter activity (Taylor et al. 1998, Ganster et al.

2001). Binding sites for IFN  inducible factors (GAS, gamma activated site and

ISRE, interferon-stimulated response element) which are recognized by the

signal transducer and activator (STAT) 1  or the interferon regulatory factor

(IRF) 1 are located in the upstream regions of both human and murine iNOS

promoter  (Kleinert  et  al.  2004).  In  addition  to  NF- B  and  STAT1  /  IRF1

responsive elements binding sites for several other transcription factors like

cAMP responsive element binding protein (CREB), CCAAT-enhancer box

binding protein (C/EBP), activating protein-1 (AP-1), peroxisome proliferator

activated receptor (PPAR), hypoxia inducible factor (HIF) 1 and STAT3 have

been described in human or murine iNOS promoter (Kleinert et al. 2004).

NF- B binding region is required for iNOS induction in murine cells (Xie et

al. 1994, Diaz-Guerra et al. 1996, Kleinert et al. 1996b). NF- B and STAT1 are

important transcription factors for both murine and human iNOS (Korhonen et

al. 2005). In addition, there are several reports showing the additional positive

involvement of transcription factors like C/EBP (Sakitani et al. 1998, Guo et al.

2003), T-cell factor 4 (Du et al. 2006), octamer factor (Goldring et al. 1996,

Sawada et al. 1997), hypoxia induced factor (HIF) (Melillo et al. 1997, Jung et

al. 2000), krüppel like factor (KLF) 4 (Warke et al. 2003, Feinberg et al. 2005)

or nuclear factor of activated T cells (NFAT) c1 (Obasanjo-Blackshire et al.

2006) in the regulation of murine or human iNOS promoter. In addition, the

reduction of murine or human iNOS promoter activity by transcription factors

like AP-1 (Kizaki et al. 2001, Pance et al. 2002), upstream stimulatory factor

(USF) (Gupta and Kone 2002), NF- B-repressing factor (NRF) (Feng et al.

2002), IRF2 (Paludan et al. 1999), PPAR  (Fahmi et al. 2001), STAT3 (Yu et al.

2002, Yu and Kone 2004) and STAT6 (Coccia et al. 2000) has been described.
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Figure 3. Schematic presentation of murine and human iNOS promoters and
the binding sites of transcription factors. B = nuclear factor B GAS=gamma
activated site; ISRE=interferon-stimulated response element; AP1=activator
protein 1; HRE=hypoxia responsive enhancer; EBS=Est binding sequence;
Oct=octamer factor; C/EBP =CAAT/enhancer binding protein ; I1= IRF-1;
TATA=TATA box; AABS=A-activator binding site; KLF6 = Krüppel-like factor
6. (Modified from Kleinert et al. 2003, Lahti 2004)

JAK-STAT pathway

One of the intracellular signal transduction pathways that is activated by both

LPS  and  IFNγ is Janus kinase (JAK) – signal transducer and activator of

transcription (STAT) pathway (Platanias 2005). The JAK family of tyrosine

kinases includes JAK1, JAK2, JAK3 and Tyk2. A typical activation of JAK-

STAT pathway begins on the cell surface when IFNγ binds to type II interferon

receptor, which consists of two subunits, IFNGR1 and IFNGR2 (Platanias 2005)

(Fig. 4). Receptor activation leads to the ligation of the two different receptor

subunits, and this results in the formation of JAK heterodimers and their

subsequent autophosphorylation. Upon activation, JAK2 is phosphorylated on

tyrosine residues Tyr1007/Tyr1008 and JAK3 on Tyr980/Tyr981. JAKs

phosphorylate  STAT  transcription  factors.  The  STAT  family  consists  of  seven

members (STAT 1, 2, 3, 4, 5a, 5b and 6). IFNγ-signalling preferentially leads to

activation of STAT1 (Ivashkiv and Hu 2004), which is phosphorylated on

Tyr701 by JAK (Leonard and O'Shea 1998). Phosphorylation of STAT1 induces
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STAT1 dimerization, nuclear translocation and initiation of transcription of

gamma activated site (GAS) -driven genes like iNOS (Kisseleva et al. 2002).

Figure 4. Activation of the JAK-STAT-pathway by IFN . A simplified
presentation of the events after stimulation with IFN  leading to STAT1
phosphorylation, nuclear translocation and gene transcription. (Modified from
Platanias 2005)

Two splicing variants of STAT1,  (91 kDa) and  (84 kDa), have been

described (Pellegrini and Dusanter-Fourt 1997). STAT1α has been reported to

act as a key transcription factor in IFNγ-dependent mouse iNOS expression

(Blanchette et al. 2003). After IFNγ-stimulation, STAT1α is activated rapidly, in

terms of minutes, in J774 murine macrophages (Gatto et al. 2004).

NF-κB pathway

NF-κB, another important transcription factor in the induction of iNOS, is

merely involved in lipopolysaccharide (LPS)-induced iNOS expression and has a

minor role following IFNγ-stimulation (Xie et al. 1994, Blanchette et al. 2003).
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LPS is recognized by Toll-like receptor 4 (TLR4) on cell surface (Poltorak et al.

1998, Doyle and O'Neill 2006) (Fig. 5). TLR4 activation leads to the activation

of I  kinase complex which phosphorylates I B and thus marks it for

degradation (Doyle and O'Neill 2006). Degradation of I B releases NF-κB

dimer, which consists of subunits p65 and p50. Free NF-κB translocates to the

nucleus, binds to the specific κB sites on DNA and initiates transcription

(Baeuerle 1998, Doyle and O'Neill 2006).

Figure 5. Activation of the NF-κB-pathway by LPS. Simplified presentation
of the events after stimulation with LPS leading to NF- B activation and gene
transcription. (Modified from Baeuerle 1998)

Other pathways

Mitogen-activated protein kinase (MAPK) pathways are signal transduction

cascades that lead to serial activation of serine and threonine kinases and finally

to the activation of various transcription factors including activator protein 1

(AP-1). MAPK pathways are activated by various stimuli including cellular

stress, growth factors and cytokines. Three most characterized MAPK pathways
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lead to the activation of extracellular signal-regulated kinase 1 and 2 (ERK1/2),

c-Jun N-terminal kinase (JNK) and p38 kinase (Johnson and Lapadat 2002)

which have a role in the regulation of iNOS expression in inflammation (Kristof

et al. 2001, Lahti et al. 2003, Korhonen et al. 2005).

Interferon regulatory factor (IRF) 1 is a transcription factor that is inducible

by IFNs and other signals. IRF-1 stimulates the expression of proinflammatory

cytokines and IFN-inducible genes including iNOS (Taniguchi et al. 2001). NO

production was severely impaired in cells derived from mice deficient in IRF1

(Kamijo et al. 1994), which implies that IRF1 has a role in iNOS expression.

Protein kinase A (PKA) and 3’-5’-cyclic adenosine monophosphate (cAMP)

have been reported to regulate iNOS expression. The available data on the effect

of the PKA/cAMP pathway on iNOS expression are quite diverse. Reports have

documented both suppressive and enhanced effects of cAMP or cAMP-elevating

compounds (e.g. inhibitors of phosphodiesterases) on iNOS expression

depending on cell type, compound and stimulus used (Markovic et al. 2003).

Protein kinase C (PKC) isoenzymes have been proposed to be involved in the

regulation of LPS- and cytokine-induced expression of inflammatory genes

including iNOS (Chen et al. 1998a, Chen et al. 1998b, Carpenter et al. 2001,

Banan et al. 2003). However, PKCs seem to regulate signalling in innate

immunity in a cell specific and an isoenzyme specific manner (Tan and Parker

2003). Inhibition of classical PKC isoenzymes was shown to downregulate iNOS

expression and NO production in murine J774 macrophages (Salonen et al.

2006).

Regulation of iNOS mRNA stability

In addition to transcriptional regulation, iNOS expression is regulated at the

level of mRNA stability (Kleinert et al. 2004, Korhonen et al. 2005, Söderberg

2005). In murine J774 macrophages, pharmacological compounds

dexamethasone and SP600125 (anthra(1,9-cd)pyrazol-6(2H)-one), an inhibitor of

c-Jun N-terminal kinase (JNK) (Bennett et al. 2001), have been shown to reduce

LPS-induced iNOS expression by destabilizing the mRNA (Korhonen et al.

2002, Lahti et al. 2003). IFNγ, which regulates iNOS expression at
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transcriptional level (Kleinert et al. 2004, Korhonen et al. 2005) has also been

shown to lengthen iNOS mRNA half-life in LPS-stimulated murine macrophages

(Korhonen et al. 2002).

The 3’-untranslated region (3’-UTR) of iNOS mRNA is considered the major

element on the mRNA that participates in the regulation of iNOS mRNA

stability. Recently, several trans-acting proteins that regulate iNOS mRNA

stability by interacting with the 3’-UTR of iNOS mRNA have been found. These

include tristetraprolin (TTP), KH-type splicing regulatory protein (KSRP), a

member of the Hu family of RNA binding proteins (HuR), ARE/poly(U)-

binding/degradation factor 1 (AUF1), and heterogeneous nuclear ribonucleo-

protein I (hnRNPI; also known as the polypyrimidine tract-binding protein PTB)

and hnRNPL. (Kleinert et al. 2004)

TTP is a zinc-finger protein containing two Cys-Cys-Cys-His zinc-finger

domains, which bind to AU-rich elements in the 3’-untranslated regions

(3’-UTR) of mRNA and regulate their stability (Blackshear 2002). TTP has been

shown to destabilize many mRNAs by binding the AU-rich elements on their

3’-UTR and promoting deadenylation (Lai et al. 1999, Lai et al. 2003). By

contrast, TTP was shown to have a stabilizing affect on human iNOS mRNA

even though no direct binding to human iNOS 3’-UTR was observed (Fechir et

al. 2005). Recently JNK was shown to regulate TTP protein expression and the

stabilization of human iNOS mRNA (Korhonen et al. 2007). KSRP has been

shown to have a binding site on human iNOS 3’-UTR and to destabilize iNOS

mRNA thereby decreasing iNOS expression (Linker et al. 2005). HuR is another

protein that stabilizes mRNAs by binding to AU-rich elements (Brennan and

Steitz 2001). HuR has been shown to bind and stabilize human iNOS mRNA via

the 3’-UTR (Rodriguez-Pascual et al. 2000, Kleinert et al. 2002). AUF1 was

shown to downregulate cytokine-induced human iNOS expression (Kleinert et

al. 2002). hnRNPI (PTB) was shown to bind to the 3’-UTR of human iNOS

mRNA and to stabilize it, which resulted in increased iNOS expression (Pautz et

al. 2006). However, hnRNPI and hnRNPL were shown to destabilize murine

iNOS mRNA and bind to the 3’-UTR of the mRNA (Söderberg et al. 2007).
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Post-translational regulation

Substrate availability, tetrahydrobiopterin (BH4) availability, phosphorylation of

iNOS, dimerization and protein interactions, iNOS protein degradation and NO

autoregulation are known post-translational mechanisms regulating iNOS

expression, protein stability and/or activity. NO is produced from L-arginine by

NOS, and the availability of arginine is a rate limiting step in NO synthesis in

certain conditions. In NO producing cells, arginine uptake, recycling and

degradation modulate the production of NO (Mori and Gotoh 2000). BH4 is  a

cofactor that is essential for iNOS activity. BH4 has also been reported to

stabilize iNOS mRNA (Linscheid et al. 1998). Phosphorylation of iNOS protein

at tyrosine residues may contribute to the enzymatic activity of iNOS (Pan et al.

1996).

Dimerization of iNOS protein into active complex is a prerequisite of iNOS

enzyme activity and NO production. Dimerization of iNOS is inhibited by

cellular proteins Kalirin and NOS-associated protein 1.10 kd (NAP110) (Zhang

et al. 2003). Inhibition of iNOS dimerization by a pharmacological inhibitor led

to reduced iNOS expression as a result of co-translational mechanisms

(Kolodziejski et al. 2004).

Once iNOS protein is expressed, its levels are regulated by protein

degradation. Degradation is regulated by the degree of ubiquitination of iNOS

protein. When ubiquitination reaches a critical level, iNOS protein is directed

into degradation by proteasome (Felley-Bosco et al. 2000, Musial and Eissa

2001). Caveolin-1 (Felley-Bosco et al. 2000), transforming growth factor (TGF)

β (Mitani et al. 2005, Vuolteenaho et al. 2005) and PPAR (peroxisome

proliferator-activated receptor)  agonists (Paukkeri et al. 2007) have been

proposed to accelerate iNOS degradation via the ubiquitin-proteasome pathway.

Calpain, a cysteine protease, may also have a role in iNOS protein degradation

(Walker et al. 1997).

NO itself mostly downregulates the induction of iNOS gene (Kleinert et al.

2003). Regulation by the negative feedback seems to be a protective mechanism

against NO overproduction, cell destruction and inflammation.
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JAK inhibitors

AG-490

Tyrphostin AG-490 (α-cyano-(3,4-dihydroxy)-N-benzylcinnamide; Fig. 6) has

earlier been reported to act as a specific JAK2 inhibitor in acute lymphoblastic

leukaemia cells (Meydan et al. 1996). AG-490 was shown to prevent JAK2

tyrosine autophosphorylation in a concentration–dependent manner at 1-50 µM

drug concentrations in in vitro kinase assay. AG-490 was shown not to inhibit

SYK (spleen tyrosine kinase), LYN (protein tyrosine kinase related to LCK and

YES), BTK (Bruton’s tyrosine kinase) and IRK (insulin receptor kinase).

AG-490 has been described to inhibit the induction of iNOS expression in cells

like murine macrophages (Ruetten and Thiemermann 1997, Marrero et al. 1998),

murine skin derived dendritic cells (Cruz et al. 1999) and human epithelial

A549/8 or DLD-1 cells (Kleinert et al. 1998).

However, AG-490 has been shown also to inhibit JAK3 when used at higher

concentrations. AG-490 (40–80 µM) decreased the phosphorylation of both

JAK3 and STAT3 in anaplastic large cell lymphoma cells (ALCL) (Amin et al.

2003). AG-490 (50–100 µM) was also reported to inhibit IL-2-induced tyrosine

phosphorylation of JAK3, and subsequently activation of STAT5a and STAT5b

in T cells (D10) (Wang et al. 1999, Kirken et al. 1999).

Figure 6. Chemical structures of JAK inhibitors AG-490, WHI-P154 and
WHI-P131.

WHI-P154 and WHI-P131

WHI-P154, [4-(3'-bromo-4'-hydroxylphenyl)-amino-6,7-dimethoxyquinazoline],

and WHI-P131, [4-(4 -hydroxyphenyl)amino-6,7-dimethoxyquinazoline] (Fig. 6)

were designed to specifically inhibit JAK3 and to act as apoptosis-inducing
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antileukemic agents (Narla et al. 1998, Sudbeck et al. 1999). WHI-P154 did not

inhibit JAK1 or JAK2 kinase activity at 25 or 75 µg/ml (67 and 200 µM) drug

concentrations in in vitro kinase assays but inhibited JAK3 at 0.5-100 µg/ml

(1.3-266 µM) (Sudbeck et al. 1999). WHI-P154 inhibited JAK3 kinase activity at

10 µg/ml (26.6 µM) but not JAK1 or JAK2 activity even at 75 µg/ml (200 µM)

in kinase assay, suggesting that WHI-P154 is a specific JAK3 inhibitor

(Goodman et al. 1998, Amin et al. 2003). However, in IL-4-stimulated U937

cells, WHI-P154 (25-250 µM) inhibited both JAK1 and JAK3 phosphorylation,

and prevented STAT6 activation (Deszo et al. 2004).

Orazipone and its derivatives

Orazipone (OR-1384; 3-[4-(methylsulfonyl)benzylidene]pentane-2,4-dione) and

its derivative OR-1958 (3-[3-chloro-4-(methylsulfonyl)benzylidene]pentane-2,4-

dione) (Fig. 7) are novel thiol modulating compounds developed by the Finnish

pharmaceutical company Orion Pharma. Orazipone and its derivative exert their

effects most likely by forming reversible conjugates with the thiol groups of

glutathione (GSH) and proteins (Wrobleski et al. 1998, Aho et al. 2001). The

reaction with GSH is reversible, which makes orazipone and OR-1958 unique

among thiol-modulating compounds. Orazipone has been shown to possess anti-

inflammatory properties. Orazipone was shown to suppress LPS-induced release

of proinflammatory cytokines IL-1β,  IL-8  and  TNF-α in human monocytes

(Nissinen et al. 1997) and to inhibit IL-1 , TNF-  and IL-6 production in human

monocytes (Wrobleski et al. 1998). Orazipone and OR-1958 were shown to

inhibit TNF-α production in human mast cell line and to downregulate

compound 48/80 induced histamine release from rat peritoneal mast cells

(Vendelin et al. 2005). In addition, orazipone was shown to inhibit eosinophil

accumulation in animal models of asthma (Ruotsalainen et al. 2000) and to

induce apoptosis in human eosinophils (Kankaanranta et al. 2006). Orazipone

has been tested in models of inflammatory bowel disease with promising results

(Wrobleski et al. 1998) and reported to ameliorate intestinal radiation injury in a

rat model (Boerma et al. 2006).
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OR-2149, 3-[4-(methylsulfonyl)benzyl]pentane-2,4-dione, is a negative

control compound for orazipone. It shares structural similarity with orazipone,

but lacks the sulfhydryl binding property. The difference between orazipone and

its negative control compound OR-2149 is in a single bond. In OR-2149 the

bond is reduced, whereas in orazipone the bond is a double bond (Fig. 7).

Figure 7. Chemical structures of orazipone (OR-1384), orazipone derivative
(OR-1958) and the non-thiol modulating control compound (OR-2149).

Simendans

Levosimendan, 2-[[4-[(4R)-4-methyl-6-oxo-4,5-dihydro-1H-pyridazin-3-yl]-

phenyl]hydrazinylidene]propanedinitrile (Fig. 8), is a Ca2+ sensitizer developed

by the Finnish pharmaceutical company Orion Pharma. Levosimendan

(Simdax®) is one of the calcium sensitizing agents developed for the treatment

of decompensated heart failure (Mathew and Katz 1998). In addition to

sensitizing troponin C to calcium it opens ATP sensitive potassium channels

(KATP), which causes vasodilation (Yokoshiki et al. 1997). Levosimendan has

been reported to inhibit phosphodiesterases (PDEs) and to be a more selective

inhibitor  of  PDE  III  than  PDE  IV  (IC50 for  PDE  1.4  nM  and  IC50 for  PDE  IV

11 µM) (Szilagyi et al. 2005). Dextrosimendan (Fig. 8) is a stereoisomer of

levosimendan. [(S)-(4-(6-methyl-2-oxo-3,6-dihydro-2H-1,3,4-thiadiazin-5-yl)-

phenyl)hydrazono]propanedinitrile, also known as OR-1560 (Fig. 8), is a

structural analog of simendans.



34

Figure 8. Chemical structures of levosimendan, dextrosimendan and
simendan analog OR-1560.

Levosimendan has been shown to have about 10-fold affinity to myocardial

troponin C when compared to dextrosimendan (Sorsa et al. 2004). Levosimendan

was more potent calcium-sensitizer than dextrosimendan (potency difference of

76) and the potency difference was even greater when the inhibitory effects on

PDE III were studied (levosimendan was 427 times more potent) (Kaheinen et al.

2006). The pure enantiomer, levosimendan, has been found not to isomerize in

vivo (Wikberg et al. 1996). Levo- and dextrosimendans have been shown to act

as  KATP channel  openers  at  similar  concentrations  (Haikala  et  al.  2005).  Other

KATP channel openers (diazoxide and iptakalim) have been shown to decrease

iNOS expression in BV-2 cells (Liu et al. 2005) and in rats (Yang et al. 2006)

exposed to rotenone.

Levosimendan has anti-inflammatory properties (Paraskevaidis et al. 2005).

It has been shown to decrease plasma levels of TNF- , IL-6, soluble FAS ligand

and N-terminal–pro-B-type natriuretic peptide in patients with decompensated

heart failure (Parissis et al. 2004, Kyrzopoulos et al. 2005). In addition,

simendans reduced swelling when carrageenan-induced paw edema was used as

a model of acute inflammation in rats (Haikala et al. 2005). Simendans were also

shown to reduce lung eosinophilia in a mouse model of allergic inflammation

and to induce apoptosis in human eosinophils (Kankaanranta et al. 2007). In

addition, levosimendan has been reported to have beneficial effects in

experimental models of septic shock (Oldner et al. 2001, Faivre et al. 2005) and

recently it was reported to ameliorate myocardial depression in a patient with

pneumococcal septic shock (Ramaswamykanive et al. 2007).
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Aim of the study

Increased iNOS expression and NO production in macrophages and other cells is

involved in the pathogenesis of various inflammatory diseases. The aim of the

present  study  was  to  investigate  pharmacological  means  and  mechanisms  to

target excessive iNOS expression and NO production in macrophages exposed to

proinflammatory stimuli.

The detailed aims of the present study were:

1. to evaluate the importance of JAK-STAT pathway in the regulation iNOS

expression and NO production in activated macrophages by using JAK

inhibitors and to characterize the mechanisms involved. (I–II)

2. to  study  the  effects  and  mechanisms  of  action  of  a  novel  sulfhydryl

modulating drug candidate, orazipone, on iNOS expression and NO

production in cells activated by proinflammatory stimuli. (III)

3. to test the anti-inflammatory properties of levosimendan, dextrosimendan

and their structural analog OR-1560 by studying their effects on iNOS

expression and NO production in cells activated by proinflammatory

stimuli and to describe the molecular mechanism involved in the effects

of simendans. (IV)
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Materials and methods

Materials

JAK inhibitors AG-490 [tyrphostin B42; -Cyano-(3,4-dihydroxy)-N-

benzylcinnamide], WHI-P154 (4-[(3 -Bromo-4 -hydroxyphenyl)amino]-6,7-

dimethoxyquinazoline) and WHI-P131 [4-(4 -Hydroxyphenyl)amino-6,7-

dimethoxyquinazoline] were from Merck Chemicals Ltd. (Nottingham, UK) and

MG 132 [N-[(Phenylmethoxy)carbonyl]-L-leucyl-N-[(1S)-1-formyl-3-methyl-

butyl]-L-leucinamide] was from Tocris Bioscience (Ellisville, MO, USA). Anti-

iNOS, anti-actin, anti-COX-2, anti-lamin A/C, anti-NF-κB p65 and anti-

STAT1α p91 primary antibodies and secondary HRP-conjugated polyclonal

antibody (Santa Cruz Biotechnology, Santa Cruz, CA, USA), anti-phospho-

STAT1 (Tyr701) antibody (Cell Signaling Technology Inc., Beverly, MA, USA)

and recombinant mouse γ-interferon, tumor necrosis factor , interleukin 1

(R&D systems, Minneapolis, MN, USA) were obtained as noted. Orazipone

(OR-1384; 3-[4-(methylsulfonyl)benzylidene]pentane-2,4-dione), OR-1958

(3-[3-chlorine-4-(methylsulfonyl)benzylidene]pentane-2,4-dione), the non-thiol

modulating control compound (OR-2149; 3-[4-(methylsulfonyl)benzyl]-

pentane-2,4-dione), levosimendan [2-[[4-[(4R)-4-methyl-6-oxo-4,5-dihydro-1H-

pyridazin-3-yl]phenyl]hydrazinylidene]propanedinitrile], its stereoisomer dextro-

simendan and simendan analog (OR-1560; [(S)-(4-(6-methyl-2-oxo-3,6-dihydro-

2H-1,3,4-thiadiazin-5-yl)phenyl)hydrazono]propanedinitrile) were kindly

provided by Orion Pharma (Espoo, Finland). Lipopolysaccharide from

Escherichia coli 0111:B4 and all other reagents were from Sigma Chemical Co.

(St Louis, USA). Orazipone, its derivatives and simendans were dissolved in

dimethylsulfoxide just prior to experiments. The other drug compounds were

dissolved in dimethylsulfoxide, aliquoted and stored at -20 °C.  For  cell

experiments, the drugs were further diluted into culture medium 1:1000. The
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final concentration of dimethylsulfoxide at incubation conditions was 1 ‰.

Equal volume of solvent was included in all cell culture incubations.

Cell culture

J774 (TIB-67; ATCC, Manassas, Virginia, USA) murine macrophages were

cultured at 37 °C  in  5  %  CO2 atmosphere in Dulbecco’s modified Eagle’s

medium with glutamax-I (Lonza, Verviers Sprl, Verviers, Belgium) containing

10 % heat-inactivated fetal bovine serum (Lonza), 100 U/ml penicillin,

100 µg/ml streptomycin, and 250 ng/ml amphotericin B (all from Invitrogen,

Paisley, UK).

A549 (CCL-185; ATCC, Manassas, Virginia, USA) human alveolar

epithelial cells were cultured at 37 °C  in  5  %  CO2 atmosphere in Ham's F12K

(Kaighn’s modification) medium (Invitrogen, Paisley, UK) containing 10 %

heat-inactivated fetal bovine serum, 100 U/ml penicillin, 100 µg/ml

streptomycin, and 250 ng/ml amphotericin B (all from Invitrogen).

A549/8 cells had been stably transfected with plasmid pXP2-16kb containing

full length human iNOS promoter (16 kb) and partial (1-38) 5’-UTR region in

front of luciferase gene (de Vera et al. 1996) to generate A549/8-Luc cells

expressing luciferase reporter gene under control of iNOS full length promoter.

The A549/8-Luc cells were kindly provided by Prof. Hartmut Kleinert, Johannes

Gutenberg University, Mainz, Germany. A549/8-Luc cells were cultured at

37 °C  in  5  %  CO2 atmosphere in Dulbecco’s modified Eagle’s medium with

1 mM sodiumpyruvate (Lonza, Verviers Sprl, Verviers, Belgium) containing 5 %

heat-inactivated fetal bovine serum (Lonza), 2.5 µg/ml Polymyxin B and

0.5 mg/ml G418 disulfate salt for selection.

L929 (CCL-1; ATCC, Manassas, VA, USA) murine fibroblasts were cultured

at 37 °C in 5 % CO2 atmosphere in Eagle's Minimum Essential Medium with L-

glutamine containing 10 % heat-inactivated fetal bovine serum and

supplemented with sodium bicarbonate (0.15 %), non-essential amino acids

(1 mM each), sodium pyruvate (1 mM) (all from Lonza) and 100 U/ml penicillin,

100 µg/ml streptomycin, and 250 ng/ml amphotericin B (all from Invitrogen).



38

L929-pGL4(miNOS-prom)neo and J774-pGL4(miNOS-prom)neo cell lines

had been stably transfected with plasmid pGL4(miNOS-prom)neo. The plasmid

had been constructed by inserting the KpnI–HindIII fragment (containing full

length murine iNOS promoter and part of exon 1 of iNOS gene) of plasmid pGL-

MNOS II-5’-Luc (Kleinert et al. 1996) into the KpnI/HindIII site of firefly

luciferase reporter plasmid pGL4.17(luc2/neo) (Promega, Madison, WI, USA)

generating pGL4(miNOS-prom)neo. L929 cells similarly transfected with the

backbone vector pGL4.17(luc2/neo) lacking iNOS promoter insert were used as

a control.

L929-pNF B(luc)neo and L929-pGAS(luc)neo reporter cell lines had been

stably transfected with luciferase reporter constructs for NF- B [pNF B(luc)neo]

and STAT1 [pGAS(luc)neo] respectively. The plasmids were provided by

Professor Hartmut Kleinert (Johannes Gutenberg University, Mainz, Germany).

pNF B(luc)neo contained five NF- B binding sites and pGAS(luc)neo contained

four GAS ( -activated site) sites to drive luciferase expression.

All trasfected cell lines were cultured under similar conditions as

untransfected cells (see above). Culture media for transfected cells was

supplemented with 400 µg/ml (for fibroblasts) or 200 µg/ml (for macrophages)

of G 418 disulfate salt for selection.

Cells were seeded on 24-well plates for nitrite measurement and RT-PCR, on

6-well plates for Western blot and on 10-cm dishes for nuclear extract

preparation, and were grown for 72 h to confluence before the commencement of

the experiments unless otherwise stated.

Toxicity of the tested compounds was ruled out by measuring cell viability

using Cell Proliferation Kit II (XTT) (Roche Diagnostics, Mannheim, Germany)

according to the manufacturer's instructions.

Nitrite assays

After 24 h incubation the culture medium was collected for the nitrite

measurement, which was used as a measure of NO production. Culture medium

(100 µl) was incubated with 100 µl of Griess reagent (0.1 %

napthalethylenediamine dihydrochloride, 1 % sulfanilamine, 2.4 % H3PO4) and
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the absorbance was measured at 540 nm. The concentration of nitrite was

calculated with sodium nitrite as a standard. (Green et al. 1982)

Enzyme linked immunosorbent assay

TNF-  and IL-6 were measured in the culture medium by enzyme linked

immunosorbent  assay  (ELISA)  using  reagents  from  R  &  D  Systems  Europe,

Abingdon, UK.

Preparation of cell lysates

At indicated time points, cells were rapidly washed with ice-cold phosphate-

buffered saline (PBS) containing 2 mM sodiumorthovanadate. For pSTAT1

Western blot the cells were solubilised in cold lysis buffer (1 % NP-40, 150 mM

NaCl, 50 mM Tris pH 7.5, 1 mM EDTA, 1 mM phenylmethylsulfonylfluoride,

2 mM sodiumorthovanadate, 80 µM leupeptin, 1 µg/ml aprotinin, 1 mM NaF,

1 µg/ml pepstatin, 2 mM sodiumpyrophosphate, 0.25 % sodiumdeoxycholate and

10 µM N-octyl-β-D-glucopyranoside). After incubation for 15 min on ice,

lysates were centrifuged (13 500 g, 5 min). The protein content of the

supernatants was measured by the Coomassie blue method (Bradford 1976).

For iNOS Western blot the cells were resuspended in lysis buffer containing

1 % Triton X, 50 mM NaCl, 10 mM Tris-base pH 7.4, 5 mM EDTA, 0.5 mM

phenylmethylsulfonylfluoride, 1 mM sodiumorthovanadate, 40 µM leupeptin,

50 µg/ml aprotinin, 5 mM NaF, 2 mM sodiumpyrophosphate, 10 µM N-octyl-β-

D-glucopyranoside. Otherwise the lysis was performed as described above.

Preparation of nuclear extracts

At indicated time points the cells were rapidly washed with ice-cold PBS and

solubilised in hypotonic buffer A (10 mM HEPES-KOH pH 7.9, 1.5 mM MgCl2,

10 mM KCl, 0.5 mM dithiotreitol, 0.2 mM phenylmethylsulfonylfluoride,
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10 µg/ml leupeptin, 25 µg/ml aprotinin, 0.1 mM EGTA, 1 mM sodiumortho-

vanadate, 1 mM NaF). After incubation for 10 min on ice, the cells were

vortexed for 30 s and the nuclei separated by centrifugation at 4 °C, 21 000 g for

10 s. The pellet was resuspended in buffer C (20 mM HEPES-KOH pH 7.9,

420 mM NaCl, 25% glycerol, 1.5 mM MgCl2, 0.2 mM EDTA, 0.5 mM

dithiotreitol, 0.2 mM phenylmethylsulfonylfluoride, 10 µg/ml leupeptin,

25 µg/ml aprotinin, 0.1 mM EGTA, 1 mM sodiumorthovanadate, 1  mM  NaF)

and incubated on ice for 20 min. Nuclei were vortexed for 30 s and nuclear

extracts were obtained by centrifugation at 4 °C, 21 000 g for 2 min. The protein

content of the supernatant was measured by the Coomassie blue method

(Bradford 1976). For electrophoretic mobility shift assay, the samples were

stored at -70 °C.  For  Western  blot  analysis,  the  samples  were  boiled  in  SDS

sample buffer and stored at -20 °C.

Western blotting

Protein (20 µg  of  lysates  or  nuclear  extracts)  was  loaded  on  8  %  SDS-

polyacrylamide electrophoresis gel and was electrophoresed for 2 h at 120 V in

buffer containing 25 mM Tris base, 250 mM glycine and 0.1 % SDS. After

electrophoresis the proteins were electrically transferred to Hybond ECL

nitrocellulose membrane (Amersham Biosciences UK, Ltd., Little Chalfont,

Buckinghamshire, UK) in buffer containing 25 mM Tris, 192 mM glycine, 20 %

methanol and 0.005 % SDS. After transfer, the membrane was blocked in TBST

(20 mM Tris base pH 7.6, 150 mM NaCl, 0.1 % Tween-20) containing 5 %

skimmed milk for 1 h at room temperature. The membrane was incubated with

primary antibody in the blocking solution at 4 °C overnight (for anti-pSTAT1

milk was replaced with bovine serum albumin). Thereafter the membrane was

washed three times with TBST for 5 min, incubated with secondary antibody in

the blocking solution for 50 min at room temperature, and washed three times

with TBST for 5 min. Bound antibody was detected using Super Signal West

Pico or Dura chemiluminescent substrate (Pierce, Rockford, IL, USA) and

FluorChem 8800 imaging system (Alpha Innotech Corporation, San Leandro,
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CA, USA). The quantitation of the chemiluminescent signal was carried out with

FluorChem software version 3.1.

RNA extractions and quantitative RT-PCR

Cell homogenization, RNA extraction and quantitative reverse transcription/real

time (RT)  -PCR were  performed as  described  in  (Lahti  et  al.  2003).  In  case  of

PCR primers that were complementary to a region in a single exon, the extracted

RNA weas treated with DNAse I (Fermentas UAB, Vilnius, Lithuania) to get rid

of  contaminating  DNA  possibly  present  in  the  RNA  sample.  When  the  used

primers recognized a region in the exon-exon boundary, DNase I treatment was

not performed. Primers and probes [6-FAM (6-carboxy-fluorescein) as

5’-reporter dye and TAMRA (6-carboxy-tetramethyl-rhodamine) as 3’-quencher]

were designed using Express Software (Applied Biosystems) and their sequences

are  described  in  Table  3.  The  primers  were  used  at  300  nM  and  the  probes  at

150 nM concentrations (luciferase probe 200 nM). All primers and probes were

purchased from Metabion. Thermal cycling conditions were: incubation at 50 °C

for 2 min, 95 °C for 10 min, thereafter 40 cycles of denaturation at 92 °C for 15 s

and annealing/extension at 60 °C for 1 min. The relative mRNA levels were

quantified and compared using the relative standard curve method as described

in Applied Biosystems User Bulletin #2. Each sample was determined in

duplicate.

Electrophoretic mobility shift assay

Electrophoretic mobility shift assay (EMSA) was used to analyse protein binding

to specific oligonucleotides. Single-stranded DNA oligonucleotide

(5’-CCTTTTCCCCTAACACT-3’) and its complementary DNA oligonucleotide

containing the GAS region (STAT1 binding site) found in iNOS promoter (Gao

et al. 1997) (Oligomer, Helsinki, Finland) were annealed in annealing buffer

(Ambion, Austin, TX, USA) by heating at 95 ºC for 5 minutes and then slowly

cooling down to generate double-stranded NOS-GAS oligonucleotide. NOS-
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GAS oligonucleotides and transcription factor consensus oligonucleotides for

NF- B (Promega, Madison, WI, USA) were 5’-end-labelled with -P32-ATP (GE

Healthcare Europe GmbH, Munich, Germany) using T4 polynucleotide kinase

(Promega, Madison, WI, USA). For binding reactions, 5 µg of nuclear extracts

were incubated in a 20 µl reaction volume containing 0.1 mg/ml (for NF-κB

oligonucleotides) or 0.01 mg/ml (for NOS-GAS oligonucleotides) (poly)dI–dC,

1mM dithiotreitol, 10mM Tris-HCl, pH 7.5, 1mM EDTA, 40mM KCl and 10 %

glycerol for 20 min at room temperature. P32-labelled oligonucleotide probe

(0.2 ng) was added and the reaction mixture was incubated for 10 min. Protein–

DNA complexes were separated from DNA probe by electrophoresis on a native

4% polyacrylamide gel. The gel was dried and autoradiographed using

intensifying screen at -70 ºC.

Actinomycin D assay

Actinomycin D assay was used to evaluate mRNA decay. Actinomycin D, an

inhibitor of transcription, was added into the cell culture medium to stop

transcription.  After  the  addition  of  actinomycin  D,  the  decay  of  mRNA  of

interest was followed by measuring the remaining RNA levels by quantitative

RT-PCR and relating it to the mRNA levels measured at the time of addition of

the transcriptional blocker actinomycin D.

Statistics

Results are expressed as mean ± standard error of mean (SEM). When indicated,

statistical analysis was carried out by analysis of variance supported by Dunnett

adjusted significance levels. Differences were considered significant at P<0.05.
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Summary of the results

JAK inhibitors decrease iNOS expression and inhibit
STAT1 activation (I, II)

One of the main cytokines involved in the induction of iNOS expression and NO

production in macrophages is interferon γ (IFNγ). Lipopolysaccharide (LPS), a

cell wall component of gram-negative bacteria, is another inducer of iNOS

(Alderton et al. 2001, Bogdan 2001, Kleinert et al. 2004). In the present study,

J774 macrophages were stimulated with either IFN  or LPS. Both stimuli

induced the expression of iNOS, which was observed as increased cellular levels

of iNOS mRNA and protein. JAK3 inhibitors WHI-P154 and WHI-P131, and

JAK2 inhibitor AG-490 decreased iNOS protein expression in LPS-stimulated

macrophages (Fig. 9) and similar inhibition was observed in macrophages

activated by IFN . The JAK inhibitors were found to inhibit nitric oxide

production into the culture medium in both IFN - and LPS-stimulated

macrophages in a concentration-dependent manner.

Figure 9. JAK inhibitors WHI-P154 (A), WHI-P131 (B) and AG-490 (C)
inhibited LPS-induced iNOS protein expression in J774 macrophages. The
results are expressed as mean + SEM, n=7 in A, n=4 in B and n=12 in C.
** P<0.01 when compared to cells treated with LPS alone. (Reprinted with
permission from Sareila et al. 2008 Int Immunopharmacol 8:100-108 © Elsevier
Ltd.)



 45

Inhibition of JAK-STAT pathway

JAK-STAT pathway is activated in response to cytokines and LPS (Platanias

2005). When the cells were exposed to IFN , STAT1 was phosphorylated and

translocated into the nucleus within 5–15 minutes in J774 macrophages. When

LPS was added into the cell culture, STAT1 activation was observed after 2 h

incubation and remained elevated for up to 6 h. JAK2 inhibitor AG-490 and

JAK3 inhibitors WHI-P154 and WHI-P131 were found to inhibit STAT1

activation. AG-490 and WHI-P154 decreased STAT1 nuclear translocation in

IFN -stimulated macrophages (Fig. 10). AG-490 and the JAK3 inhibitors WHI-

P154 and WHI-P131 inhibited STAT1 phosphorylation and nuclear translocation

in LPS-stimulated macrophages (Fig. 11). Accordingly, WHI-P154 was shown

to inhibit nuclear levels of phosphorylated STAT1 in LPS-stimulated cells.

Figure 10. JAK inhibitors AG-490 and WHI-P154 decreased nuclear
translocation of STAT1  in IFN -stimulated J774 macrophages. The results are
expressed as mean + SEM (n = 2–3 for AG-490 and n = 4 for WHI-P154).
(Reprinted with permission from: Sareila et al. 2006, Mediators Inflamm 2006:
Article ID 16161, 1–7 © Hindawi Publishing Corporation)
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Figure 11. JAK inhibitors WHI-P154 and AG-490 decreased STAT1
activation in LPS-stimulated J774 macrophages. WHI-P154 and AG-490
inhibited STAT1  phosphorylation (A-B) and nuclear translocation (C-D). The
values are mean + SEM, n=3 in A and n=6 in B-D. *P<0.05 and **P<0.01
when compared to cells treated with LPS only. (Reprinted with permission from
Sareila et al. 2008 Int Immunopharmacol 8:100-108 © Elsevier Ltd.)
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Inhibition of iNOS mRNA expression and murine iNOS promoter
activity

The  effects  of  JAK  inhibitors  on  iNOS  mRNA  expression  were  studied.  Both

AG-490 and WHI-P154 decreased iNOS mRNA expression in J774

macrophages  stimulated  by  either  IFN  or  LPS  (Fig.  12  A-B).  The  JAK

inhibitors did not affect iNOS mRNA decay, when measured by actinomycin D

assay (Fig. 12 C).

Figure 12. JAK inhibitors WHI-P154 and AG-490 inhibited iNOS mRNA
expression but did not affect iNOS mRNA decay in J774 macrophages stimulated
with IFN  or LPS. **P<0.01 when compared to cells treated with IFNγ (A)  or
LPS (B) alone. (C) Degradation of iNOS mRNA was measured by actinomycin D
(ActD)  assay.  (  =  IFN  5  ng/ml,   =  IFN  + WHI-P154 10  µM,   = IFN  +
AG-490 10 µM,  = LPS 10 ng/ml,  = LPS + WHI-P154 10 µM,  = LPS +
AG-490 10 µM). The results are expressed as mean + SEM, n=3. (Reprinted
with permission from: Sareila et al. 2006, Mediators Inflamm 2006: Article ID
16161, 1–7 © Hindawi Publishing Corporation and Sareila et al. 2008 Int
Immunopharmacol 8:100-108 © Elsevier Ltd.)

Since JAK inhibitors decreased iNOS mRNA expression but did not affect

iNOS mRNA stability, the effect of JAK3 inhibitor WHI-P154 on murine iNOS

promoter activity was studied. WHI-P154 was found to inhibit murine iNOS

promoter activity in cytokine-stimulated L929 pGL4(miNOS-prom)neo cells,

which express luciferase gene under the control of full length murine iNOS

promoter (Fig. 13).
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Figure 13. JAK3 inhibitor WHI-154 decreased murine iNOS promoter
activity in L929 pGL4(miNOS-prom)neo cells. The cells were stimulated with
proinflammatory cytokines (CM10; IFN , TNF  and IL-1 ; 10 ng/ml each) in the
presence or in the absence of WHI-P154 or an NF-κB inhibitor MG 132 (which
was used as a control compound). Luciferase mRNA level (a marker of iNOS
promoter activity) in LPS-treated cells was set as 100 % and the other values
were related to that. The values are expressed as mean + SEM, n=4. ** P<0.01
when compared to cells treated with CM alone.

To test if JAK3 inhibitor WHI-P154 affects the production of other

inflammatory factors in J774 macrophages exposed to LPS, TNF-  production

and COX-2 expression were studied. WHI-P154 (3–30 µM)  did not affect LPS-

induced COX-2 expression, whereas TNF-  production was slightly decreased

when 30 µM WHI-P154 was added into the culture medium (Fig. 14).

Figure 14. JAK3 inhibitor WHI-P154 did not affect COX-2 protein
expression but inhibited TNF-  production in J774 macrophages exposed to
LPS. The results are expressed as mean + SEM, n=4-8. **P<0.01 when
compared to cells treated with LPS only. (Reprinted with permission from
Sareila et al. 2008 Int Immunopharmacol 8:100-108 © Elsevier Ltd.)
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Orazipone inhibits the activation of transcription factors
NF-κB and STAT1, and the transcription of iNOS (III)

In Study III, the effects of orazipone (OR-1384), a novel thiol-modulating

compound, on LPS-induced NO production in J774 macrophages was

investigated. LPS-induced NO production was inhibited by OR-1384 in a

concentration-dependent manner (Fig 15 A). Orazipone derivative OR-1958 had

a similar effect but the non-thiol modulating control compound OR-2149 was

ineffective. When orazipone was added into the culture 6 h after LPS, NO

production was not altered. These data suggest that orazipone does not inhibit

iNOS enzyme activity.

To study whether the reduction in NO production by orazipone is due to

decreased iNOS protein expression, iNOS protein levels in LPS-stimulated J774

cells were measured by Western blot. Orazipone inhibited LPS-induced iNOS

expression in a concentration-dependent manner (Fig. 15 B). The non-thiol

modulating control compound OR-2149 did not affect LPS-induced iNOS

expression.

Similar inhibition was observed when iNOS mRNA expression was studied.

iNOS mRNA was measured by quantitative RT-PCR after 3 h incubation with a

combination of LPS and the drugs. LPS-induced iNOS mRNA expression was

dose-dependently inhibited by orazipone (OR-1384) and a significant reduction

was also obtained with its derivative OR-1958 (Fig. 15 C). iNOS mRNA

expression was not affected by the non-thiol modulating control compound

OR-2149.

In addition to transcriptional regulation, iNOS expression in inflammatory

cells is regulated at the level of iNOS mRNA degradation (Kleinert et al. 2004,

Korhonen et al. 2005). The decay of iNOS mRNA was measured by actinomycin

D assay. Orazipone did not affect iNOS mRNA decay (Fig. 15 D).

Orazipone inhibited the activation of NF-κB (Fig. 16 A), which is an

important transcription factor in iNOS expression (Xie et al. 1994). The non-

thiol modulating control compound (OR-2149) did not alter LPS-induced NF-κB

activation.  In  addition  to  NF-κB,  transcription  factor  STAT1  mediates  LPS-

induced iNOS expression (Gao et al. 1998). Orazipone and its derivative
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OR-1958 inhibited LPS-induced nuclear translocation of STAT1 , whereas the

non-thiol modulating control compound OR-2149 had no effect (Fig. 16 B).

Figure 15. Orazipone (OR-1384) inhibited NO production (A), iNOS protein
(B) and mRNA (C) expression, but did not affect iNOS mRNA decay (D) in LPS-
stimulated J774 macrophages. Orazipone derivative OR-1958 had a similar
effect as orazipone but the non-thiol modulating control compound OR-2149 was
ineffective. The results are expressed as mean + SEM, n=12-31 in A and n=3-7
in B-D. (Reprinted with permission from Sareila et al. 2008, J Pharmacol Exp
Ther, 324:858–866. © The American Society for Pharmacology and
Experimental Therapeutics)
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Figure 16.  Orazipone (OR-1384) and its derivative OR-1958 inhibited
nuclear translocation of NF-κB (A) and STAT1  (B) in LPS-stimulated J774
macrophages but the non-thiol modulating control compound OR-2149 was
ineffective. Nuclear levels of NF-κB p65 or STAT1  in LPS-treated cells were set
as 100 % and the other values were related to those values. The results are
expressed as mean + SEM, n=3. ** P<0.01 when compared to cells treated with
LPS alone. (Reprinted with permission from Sareila et al. 2008, J Pharmacol
Exp Ther, 324:858–866. © The American Society for Pharmacology and
Experimental Therapeutics)

To investigate the mechanism by which orazipone lowered iNOS expression

and NO production, the effects of orazipone on iNOS and luciferase mRNA

expression in human alveolar epithelial A549/8-pNOS2(16)Luc cells were

studied. A549/8-pNOS2(16)Luc cells are genetically modified to express

luciferase reporter gene under the control of full-length human iNOS promoter

(16 kb) (Hausding et al. 2000). The cells were stimulated with a combination of

proinflammatory cytokines TNF , IFN  and IL-1  (10 ng/ml each). Cytokine

mixture induced iNOS mRNA expression, which was inhibited by orazipone

(OR-1384; 60 µM) and PDTC (100 µM; an NF-κB inhibitor) (Fig. 17). In

A549/8-pNOS2(16)Luc cells, luciferase gene expression is controlled by full

length human iNOS promoter. In this experiment, luciferase mRNA was used as

a reporter of iNOS promoter activity. Unstimulated cells expressed a basal level

of luciferase mRNA as a marker of some iNOS promoter activity in resting cells,

which was expected in light of earlier data (Kleinert et al. 2004). In order to

examine cytokine-induced portion of luciferase mRNA expression, the basal

expression was subtracted from the luciferase expression in cells stimulated with
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cytokine mixture. The cytokine mixture induced luciferase mRNA expression,

which was decreased by both orazipone and PDTC in a very similar manner

(Fig. 17).

Figure 17.  Orazipone (OR-1384) and an NF-κB inhibitor PDTC inhibited iNOS
mRNA expression and iNOS promoter activity in human alveolar epithelial
A549/8-pNOS2(16)Luc cells. mRNA expression in cells stimulated by
proinflammatory cytokines (CM) were set as 100 % and the other values were
related to those values. The results are expressed as mean + SEM (n=3).
** P<0.01 when compared to cells treated with cytokine mixture alone.
(Reprinted with permission from Sareila et al. 2008, J Pharmacol Exp Ther,
324:858–866. © The American Society for Pharmacology and Experimental
Therapeutics)

Because orazipone reacts with thiols in e.g. glutathione, at least part of its

effect on NO production could be mediated through inactivation of glutathione.

The effects of orazipone on iNOS mRNA expression were eliminated when an

excess of exogenously added thiols (N-acetyl-L-cysteine or glutathione) was

present in the culture (Fig. 18). This observation supports the role of thiol-

binding property of orazipone in the mechanism leading to lowered iNOS

expression. Orazipone may react with glutathione and/or thiol groups in

intracellular signal transduction proteins. This idea is further supported by the

results showing that the non-thiol modulating derivative of orazipone (OR-2149)

did not affect NF- B or STAT1 activation, iNOS expression or NO production.
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Figure 18. The inhibitory effect of orazipone (OR-1384) on LPS-induced
iNOS mRNA expression was eliminated in the presence of exogenous thiols
(N-acetyl-L-cysteine, NAC; glutathione, GSH) in J774 macrophages. LPS-
induced iNOS mRNA expression was set as 100 % and the other values were
related to that. The results are expressed as mean + SEM, n=3. ** P<0.01, ns =
non significant. (Reprinted with permission from Sareila et al. 2008, J
Pharmacol Exp Ther, 324:858–866. © The American Society for Pharmacology
and Experimental Therapeutics)

Simedans decrease NO production by inhibiting iNOS
promoter activity (IV)

Levosimendan is a calcium-sensitizer used for the treatment of decompensated

heart failure (Mathew and Katz 1998). In addition, it has recently been reported

to have beneficial effects in experimental models of septic shock (Oldner et al.

2001, Faivre et al. 2005). The effects of levosimendan, its stereoisomer dextro-

simendan and their structurally related analog (OR-1560) on iNOS expression

and NO production in murine macrophages were studied. Simendans (1–30 µM)

inhibited LPS-induced NO production (Fig. 19) and iNOS protein expression in

a dose-dependent manner (Fig. 20; only one concentration is shown).
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Figure 19. Simendans inhibited LPS-induced NO production in a dose-
dependent manner in J774 macrophages. The cells were stimulated with LPS in
the presence of the indicated concentrations of levosimendan, dextrosimendan or
simendan analog OR-1560. NO production was not detected in un-stimulated
cells. The results are expressed as mean + SEM, n=6. ** P<0.01 when
compared to cells treated with LPS alone.

Figure 20. Simendans inhibited LPS-induced iNOS expression in J774
macrophages. LPS-induced iNOS protein expression was set as 100 % and the
other values were related to those values. The values are expressed as means +
SEM, n=3–6. ** P<0.01 when compared to cells treated with LPS alone.

Simendans were found to inhibit iNOS mRNA expression in both J774

macrophages (Fig. 21 A) and L929 fibroblasts. Simendans did not affect iNOS

mRNA decay when measured by actinomycin D assay in LPS-stimulated J774

macrophages (Fig. 21 B) and in L929 fibroblasts stimulated with a combination

of pro-inflammatory cytokines (TNF- , IL-1  and IFN ).
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Figure 21. Simendans inhibited iNOS mRNA expression (A) but did not affect
iNOS mRNA decay (B) in J774 macrophages. LPS-induced iNOS mRNA
expression (A) or iNOS mRNA level at the time of addition of actinomycin D
(ActD) (B) were set as 100 % and the other values were related to those values.
The results are expressed as mean + SEM, n=3-6. C=unstimulated cells.
** P<0.01 and * P<0.05 when compared to cells treated with LPS alone.

Because simendans decreased iNOS mRNA expression, their effects on

iNOS promoter activity were studied using stably transfected J774 macrophages

and L929 fibroblasts, which expressed luciferase reporter gene under the control

of full length murine iNOS promoter. Dextrosimendan and levosimendan

(10 µM) decreased iNOS promoter activity (Fig. 22) and the effect was

comparable to that of an NF-κB inhibitor MG 132, which was used as a control

compound (Fig. 22 B).

Figure 22. Simendans inhibited iNOS promoter activity in J774 (A) and L929
(B) cells stably transfected with the construct pGL4(miNOS-prom)neo.
Luciferase (LUC) mRNA levels (a marker of iNOS promoter activity) in
stimulated cells were set as 100 % and the other values were related to those
values. The results are expressed as mean + SEM, n=4. * P<0.05 and
** P<0.01 when compared to LPS/CM10-induced levels. (CM10=cytokine
mixture;  ns=non significant)
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Because simendans decreased iNOS mRNA and protein expression, their

effects on NF- B and STAT1, the important transcription factors for iNOS

expression, were studied. Nuclear translocation was measured by Western blot

and DNA binding activity was measured by EMSA. Simendan concentrations

that decreased iNOS expression were found to be ineffective when LPS-induced

nuclear translocation of NF- B or STAT1  was studied. Likewise, the DNA

binding activity of transcription factors NF- B and STAT1 was not affected in

the presence of simendans (Fig. 23).

Figure 23. Simendans did not affect NF- B and STAT1 activation in J774
macrophages as measured by EMSA. (a) 1. control, 2. LPS, 3. LPS +
dextrosimendan, 4. LPS + levosimendan. (b)  1. control, 2. LPS + IFN ,  3. LPS
+ IFN  + dextrosimendan. One representative blot of three experiments with
similar results is shown.

The effects of simendans on the transcriptional activities of NF- B and

STAT1 were studied using cell lines stably transfected with luciferase reporter

constructs. In L929-pNF B(luc)neo cell line expressing luciferase reporter gene

under the control of NF- B-responsive promoter, levo- and dextrosimendan were

found to decrease NF- B-dependent transcription induced by proinflammatory

cytokines (Fig. 24). Simendans did not modulate GAS-mediated luciferase

mRNA expression in activated L929-pGAS(luc)neo cells (Fig. 24).
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Figure 24. Simendans inhibited NF- B-mediated but not GAS-mediated
transcription. Cytokine-induced luciferase mRNA expression (a marker of
promoter activity) in L929-pNF B(luc)neo and L929-pGAS(luc)neo cells were
separately set as 100 % and the other values in the same cell line were related to
those values. The results are expressed as mean + SEM, n=3. * P<0.05 and
** P<0.01 when compared with cells treated with cytokine mixture alone.

Comparison of the inhibitors used in the present study

The effects of a series of compounds on iNOS expression and NO production in

murine J774 macrophages were studied. Murine macrophages were stimulated

with either IFN  or LPS. All compounds, except the negative control compound

of orazipone (OR-2149), were found to inhibit NO production and iNOS

expression (Table 4). Different mechanisms were found to be involved in the

down-regulation of iNOS expression and NO production when different

inhibitors  were  used.  NF-κB activation was inhibited by orazipone and its

analog, but JAK inhibitors and simendans did not affect NF-κB activation.

STAT1 activation was decreased by orazipone and its analog and JAK inhibitors

WHI-P154 and AG-490. Even though simendans did not affect activation (i.e.

nuclear  translocation)  or  DNA  binding  of  NF-κB  or  STAT  as  measured  by

Western  blot  or  EMSA  in  nuclear  extracts,  they  inhibited  NF-κB-dependent

transcription along with their inhibitory effect on iNOS promoter activity.

Although regulation of iNOS mRNA stability is an important mechanism

regulating iNOS expression, none of the used compounds affected the decay of
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iNOS mRNA. Differential  effects on COX-2 expression and TNF-  production

were observed.

Table  4. Effects of the compounds used on iNOS mRNA and protein
expression, on NO production and on the activation of the transcription factors
regulating iNOS expression in J774 macrophages. The effects on COX-2
expression and on TNF-  production are also shown. (  = inhibitory effect,
 = increasing effect and  = no effect; nd = not determined)

Effect on

activation of

inhibitor STAT1 NF-κB

iNOS

mRNA

expression

iNOS

mRNA

decay

iNOS

protein

expression

NO

production

COX-2

expression

TNF-

production

AG-490

WHI-P154

WHI-P131 nd nd nd nd

Orazipone nd nd

OR-1958 nd nd

OR-2149 nd nd

PDTC nd nd nd nd

L-simendan *

D-simendan *

OR-1560 nd

* NF- B-responsive promoter activity was inhibited even though the activation of NF- B
was not affected when measured by nuclear translocation or EMSA.
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Discussion

Methodology

In cell culture conditions, most of the NO produced is oxidized to nitrite instead

of the oxidation product nitrate in e.g. blood (Ignarro et al. 1993, Moshage et al.

1995). Therefore nitrite was measured as a marker of NO production in cell

culture media. The contribution of the nitrite and/or phenol red and other

possible interfering substrates in the cell culture media was eliminated by

diluting the standards of the nitrite measurement into the complete cell culture

medium used in the experiment. In addition, iNOS inhibitor 1400W (Garvey et

al. 1997) was used to ensure that nitrite production observed was prevented when

iNOS inhibitor was added to the cells.

The  cytotoxicity  of  the  drugs  was  ruled  out  by  modified  XTT  test  (Cell

Proliferation Kit II) which measures the metabolic activity of viable cells. This

assay was used to exclude the possibility that the observed effect could be due to

reduced cell viability. In some experimental setups, the integrity of nuclear lamin

(the fragmentation of which is widely used as a marker of apoptosis) was used to

confirm that cells were not apoptotic after drug treatments.

Standard molecular biology methods were used to measure protein

expression (Western blot) and RNA levels (quantitative real time RT-PCR).

Western  blot  of  nuclear  extracts  was  used  to  measure  the  presence  of  a  certain

transcription  factor  in  the  nuclear  compartment  at  a  certain  time  point.  The

protein level of the transcription factor in the nucleus in the presence of an

inhibitor was compared to the protein level in the absence of the inhibitor. The

transcription factors measured were NF-κB and STAT1. Upon activation, NF-κB

is released from its inhibitory subunit (Doyle and O'Neill 2006) and STAT1 is

phosphorylated (Kisseleva et al. 2002). The transcription factors translocate to

the nucleus only when these activation events have occurred. This method was

used  to  measure  the  inhibition  of  events  related  to  the  activation  of  the
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transcription factor prior to their entry into the nucleus. The method ignores the

possibility that the DNA binding activity of the transcription factor may have

been affected. Therefore, activation and DNA binding of transcription factors

were also measured by electrophoretic mobility shift analysis (EMSA) in certain

experiments. The nuclear proteins were extracted and subjected to EMSA

analysis, which means that (in the case of NF-κB and STAT1) only the activated

portion of those transcription factors was present in the assay. EMSA measures

the binding activity of an activated transcription factor to a specific DNA

fragment. However, mechanisms that do not affect DNA binding activity but

affect the transcriptional activity (e.g. protein modification by phosphorylation)

could not be excluded in EMSA. Therefore, the effects of levo- and

dextrosimendan on NF-κB and STAT1 were further studied in cell lines

containing luciferase reporter constructs for NF-κB and STAT1 responsive

promoters.

Actinomycin D is widely used as an inhibitor of transcription, and

actinomycin D assay is a standard method used to study mRNA decay. In the

present study, actinomycin D assay was used to evaluate the decay of mRNA

when transcription was blocked and the remaining mRNA levels were measured

by quantitative RT-PCR. Our group has previously reported that actinomycin D

may have a stabilizing effect on iNOS mRNA in J774.2 macrophages (Lahti et

al. 2006). However, this effect was not observed in J774 macrophages in the

present study supporting that actinomycin D assay could be reliably used to

evaluate mRNA decay.

In  the  present  study,  luciferase  mRNA  expression  was  used  to  assess  the

activity of iNOS promoter and NF-κB or STAT1 responsive promoters, which

had been cloned at the front of the luciferase gene and the constructs had been

transfected into L929 fibroblasts or into J774 macrophages. Measurement of

luciferase mRNA levels instead of luciferase enzyme activity rule out the

possibility that the drugs could affect the activity of the enzyme, folding of the

newly synthesized protein, post-translational mechanisms or translation

efficiency. Some chemical compounds have been shown to affect luciferase

activity but not luciferase mRNA expression (Deroo and Archer 2002). In the

present study, the effects of the drugs used on luciferase mRNA stability could
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not be ruled out. However, luciferase is a commonly used reporter gene and the

plasmids into which the promoters were cloned were designed for purposes of

studying expression.

The importance of JAK-STAT pathway in the induction
of iNOS expression following stimulation with either
IFN  or LPS

In the present study, JAK3 inhibitor WHI-P154 inhibited iNOS expression and

NO production in a dose-dependent manner in both IFN - and LPS-stimulated

J774 macrophages. JAK3 inhibition attenuated iNOS mRNA expression but did

not affect iNOS mRNA decay, suggesting that JAK3 is involved in the

transcriptional regulation of iNOS expression, which was a novel finding. The

results confirmed recent observations that JAK2 inhibitor AG-490 inhibits both

LPS- and IFNγ-induced iNOS expression in murine macrophages (Blanchette et

al. 2003, Uto et al. 2005, Blanchette et al. 2007). Similar inhibition of LPS-

induced iNOS expression or NO production by AG-490 has been reported in a

mouse fetal skin dendritic cell line (Cruz et al. 1999, Cruz et al. 2001). IFN -

induced iNOS expression or NO production have also been reported to be

inhibited by AG-490 in primary astroglial cells (Dell'Albani et al. 2001) and in

TH2.52 murine CD5+ B1-like cells (Koide et al. 2003). In the present study,

JAK3 inhibitor WHI-P154 was found also to inhibit NO production and iNOS

expression in cytokine-treated human A549 epithelial cells, indicating that it

affects the upregulation of both human and murine iNOS.

In the present study, stimulation of J774 macrophages by either IFNγ or LPS

led to the phosphorylation and nuclear translocation of STAT1, which was

markedly attenuated by JAK3 inhibitor WHI-P154 and JAK2 inhibitor AG-490.

On a molar basis WHI-P154 was a somewhat more potent inhibitor than

AG-490. Similarly to the present results, AG-490 has previously been shown to

prevent JAK2 phosphorylation and to decrease STAT1 phosphorylation in J774

cells  (Blanchette  et  al.  2003)  and  to  decrease  activation  of  STAT1  pathway  in

B-cell chronic lymphocytic leukemia cells (Martinez-Lostao et al. 2005).

Inhibition of STAT1 activation may well explain the suppressive effect of the
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JAK inhibitors on iNOS levels, since LPS-induced iNOS expression was

severely impaired in macrophages prepared from STAT1-/- mice (Ohmori and

Hamilton 2001) and LPS/IFN -induced iNOS expression and NO production

was reduced in fibroblasts obtained from STAT1-/- mice (Samardzic et al. 2001).

STAT1 binding site (IFNγ-activated site, GAS) is necessary for full expression

of  iNOS  in  response  to  IFNγ and LPS (Meraz et al. 1996, Gao et al. 1997).

Recently, STAT1 knock-down by siRNA or pharmacologic inhibition of JAKs

was reported to lead to impaired induction of iNOS in rat intestinal epithelial

cells stimulated by IFNγ and LPS (Stempelj et al. 2007). Consistent with these

reports and the other results in the present study, WHI-P154 was found to inhibit

murine iNOS promoter activity when studied in L929 pGL4(miNOS-prom)neo

cell line.

LPS-induced iNOS expression and NO production have been reported to be

inhibited by an isoquinoline compound THI 53 (2-naphtylethyl-6,7-dihydroxy-

1,2,3,4-tetrahydroisoquinoline) in murine RAW 264.7 macrophages. Similarly to

the  present  results,  iNOS  expression  was  shown  to  be  regulated  by  STAT1

activity. In addition, THI 53 inhibited NF- B activation in macrophages and

decreased plasma nitrite levels in mice exposed to LPS (Kim et al. 2007).

Pharmacological inhibitors of JAK2 inhibited cytokine-induced STAT1 DNA

binding, human iNOS promoter activity and iNOS expression in A549 human

lung epithelial cells (Kleinert et al. 1998, Kleinert et al. 1999), and expression of

a dominant negative mutant of STAT1 inhibited cytokine-induced human iNOS

promoter activity (Ganster et al. 2001).

WHI-P154 was designed to specifically inhibit JAK3, and it has been shown

to inhibit IL-2-triggered JAK3-dependent STAT activation in 32Dc11-IL-2Rβ-

cells (Sudbeck et al. 1999). WHI-P131 (a WHI-P154-related JAK3 inhibitor),

has been shown to inhibit STAT1 activation in B-cell chronic lymphocytic

leukemia cells, in platelets and in mesechymal stem cells (Tibbles et al. 2001,

Martinez-Lostao et al. 2005, Song et al. 2005). WHI-P154 and WHI-P131 have

been shown to be fairly specific for JAK3 and not to significantly inhibit JAK1,

JAK2 or SYK (spleen tyrosine kinase),  LYN (protein tyrosine kinase related to

LCK and YES), BTK (Bruton’s tyrosine kinase) and IRK (insulin receptor

kinase) within the concentration range used in the present study (Goodman et al.
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1998, Sudbeck et al. 1999). AG-490 have been reported to inhibit JAK3 in

addition to inhibiting JAK2 (Wang et al. 1999, Kirken et al. 1999, Amin et al.

2003).

In addition to transcriptional regulation, iNOS expression is critically

regulated at post-transcriptional level (Kleinert et al. 2004, Korhonen et al.

2005). In murine J774 macrophages, dexamethasone and SP600125, an inhibitor

of c-Jun N-terminal kinase (JNK), have been shown to reduce LPS-induced

iNOS expression by destabilizing the mRNA (Korhonen et al. 2002, Lahti et al.

2003). By contrast, IFNγ has been shown to delay iNOS mRNA degradation

when compared to iNOS mRNA induced by LPS alone (Korhonen et al. 2002).

In the present study, the effects of WHI-P154 and AG-490 on iNOS mRNA

decay were tested with actinomycin D assay. The decay of iNOS mRNA was not

altered in the presence of JAK inhibitors in either IFN - or LPS-stimulated

macrophages. However, both WHI-P154 and AG-490 reduced iNOS mRNA

levels significantly. When the inhibitors were added to the culture 6 h after the

stimulus, NO production was comparable to that induced by IFN  or LPS alone.

These data together suggest that the JAK inhibitors tested decreased iNOS

transcription but did not regulate the mRNA degradation or affect iNOS enzyme

activity.

The importance of NF-κB in the induction of iNOS
expression following inflammatory stimuli

LPS is a strong activator of the innate immune response and activates NF-κB

through Toll-like receptor pathway (Doyle and O'Neill 2006). NF-κB is an

important transcription factor in iNOS expression (Xie et al. 1994). In the

present study, LPS was found to activate NF-κB and induce iNOS expression in

macrophages. JAK3 inhibitor WHI-P154 and JAK2 inhibitor AG-490 reduced

iNOS expression without decreasing NF-κB activation. Simendans (10 µM)

significantly inhibited iNOS expression and NO production in LPS-stimulated

J774 macrophages. However, simendans did not inhibit NF- B activation when

the nuclear translocation was measured by Western blot or when the DNA

binding activity was measured by EMSA. By contrast, simendans were found to



64

inhibit NF-κB responsive promoter activity and NF-κB-dependent transcription,

which may well explain the inhibitory effects of simendans on iNOS expression

and NO production. Orazipone and its analog OR-1958 were potent inhibitors of

NF-κB and iNOS expression. Similarly, an NF-κB inhibitor PDTC was shown to

inhibit nuclear translocation of NF-κB along with its inhibitory effect on iNOS

promoter activity and iNOS mRNA expression. PDTC has earlier been

demonstrated to inhibit LPS-induced NO-production in J774 macrophages

(Ruetten et al. 1999, Vuolteenaho et al. 2001). These results together suggest that

inhibition of NF- B leads to reduced iNOS transcription, but a significant

reduction in iNOS expression can be achieved without affecting the signalling

cascade leading to NF- B activation in J774 macrophages.

Orazipone inhibits activation of NF-κB and STAT1, and
iNOS expression

In Study III, orazipone was found to decrease iNOS expression and NO

production in a concentration dependent manner in activated macrophages,

which was a novel finding. LPS-induced NF-κB activation and iNOS mRNA

accumulation were inhibited by orazipone when measured after 30 min and 3 h

incubation respectively. Orazipone inhibited human iNOS promoter activity in

A549/8-pNOS2(16)Luc human epithelial cells. In these cells, orazipone and

PDTC  (an  NF-κB inhibitor) inhibited the expression of a reporter gene which

was under the control of full length human iNOS promoter similarly as the

expression of iNOS and the production of NO. NF-κB  is  known  to  be  an

important transcription factor in human and murine iNOS expression (Kleinert et

al. 2004, Korhonen et al. 2005) and inhibition of NF-κB by orazipone or PDTC

resulted in decreased iNOS mRNA expression along with inhibition of iNOS

promoter activity. These data together suggest that inhibition of NF-κB

activation by orazipone is likely to contribute to its ability to inhibit iNOS

expression and NO production.

Orazipone is a novel sulfhydryl modulating compound that forms reversible

conjugates with thiol groups in proteins and glutathione and has anti-
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inflammatory properties (Wrobleski et al. 1998). LPS-induced NO production

has been shown to be decreased in murine RAW264.7 macrophages in which

glutathione was depleted by inhibiting its synthesis (Srisook and Cha 2005).

Because orazipone reacts with thiols in e.g. glutathione, at least part of its effect

on NO production could be mediated through inactivation of glutathione. In the

present  study,  the  effects  of  orazipone  were  eliminated  when  an  excess  of

glutathione or N-acetyl-L-cysteine was present in the culture, supporting the

assumption that the effects of orazipone are mediated through its reactions with

glutathione and/or thiol groups in intracellular signal transduction proteins. This

idea is further supported by the present results showing that the non-thiol

modulating derivative of orazipone (OR-2149) did not affect NF-κB or STAT1

activation, iNOS expression or NO production. Recently, protein

glutathionylation has been observed as an important post-translational

modification which serves to transduce redox signals (Ghezzi 2005, Gallogly and

Mieyal 2007). Therefore the existing literature was studied to ascertain if

glutathionylation of transcription factors NF-κB or STAT1 has been reported to

have functional consequences which could explain the present results. No reports

on glutathionylation of STAT1 were found. Glutathionylation of p50 subunit of

NF-κB has been reported to inhibit its DNA binding (Pineda-Molina et al. 2001).

However, in the present study, orazipone was found to inhibit nuclear

translocation of NF-κB.  Another  explanation  is  that  orazipone  targets  some  of

the TLR4-receptor activated signalling mechanisms upstream of NF-κB and

STAT1 either by a mechanism related or unrelated to glutathionylation.

In the present study, orazipone extensively reduced NF-κB activation in J774

macrophages when measured after 30 min and iNOS mRNA expression when

measured after 3 h incubation, whereas it was less potent as an inhibitor of iNOS

protein expression and NO production which were determined after 24 h

incubation. When the cells were incubated with LPS and orazipone for only 4 h

to induce iNOS expression and then cultured in fresh medium (without LPS and

orazipone) for another 20 h to collect the produced nitrite, orazipone was more

potent as an inhibitor of NO production than when the cells were incubated with

LPS and orazipone for 24 h. These observations may be explained by the

chemical properties of orazipone. The reaction between glutathione and the thiol
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modulating compounds orazipone and OR-1958 have been shown to be

reversible (Nissinen et al. 1997). In addition, orazipone has been described to be

labile in aqueous solutions (Vendelin et al. 2005). Therefore orazipone and

OR-1958 may be partly degraded or their effects deteriorated during a prolonged

time in the culture, and while LPS was present its effects may have overcome

those of orazipone. It is possible that the experimental conditions (24 h

incubations) may underestimate the potency of orazipone. This is in line with the

studies in colitis models, where orazipone seemed to be more potent when

administered locally (intracolonic administration) than when given systemically

(Wrobleski et al. 1998).

To summarize, orazipone was found to inhibit iNOS expression and NO

production and to inhibit transcription factors NF-κB and STAT1 in cells

activated by inflammatory stimuli. These observations may at least partly explain

the  anti-inflammatory  effects  of  orazipone  reported  in  experimental  models  of

inflammatory diseases.

Simendans inhibit iNOS expression

In the present study, levosimendan and its enantiomer dextrosimendan were

found to decrease NO production in macrophages and fibroblasts exposed to

inflammatory stimuli, which was a novel finding. The effects of simendans were

not cell type specific, since iNOS expression was inhibited in both macrophages

and fibroblasts. The results suggest that simendans did not inhibit the activity of

iNOS enzyme although they decreased iNOS protein and mRNA expression.

Simendans did not increase iNOS mRNA decay when determined by

actinomycin  D assay.  Nor  did  simendans  inhibit  activation  or  DNA binding  of

NF- B or STAT1, which are important transcription factors for iNOS, but they

did inhibit the activity of NF-κB responsive promoter in luciferase reporter

assay. In addition, levo- and dextrosimendan were found to decrease iNOS

promoter activity when determined by luciferase reporter assays in stably

transfected macrophages and fibroblasts. There are several reports describing the

regulation of the murine iNOS promoter by other transcription factors such as
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IRF1 (positively) and IRF2 (negatively) (Kamijo et al. 1994, Coccia et al. 2000,

Kielar et al. 2000), octamer factors (positively) (Goldring et al. 1996, Sawada et

al. 1997), HIF-1 and NF-IL6 (both positively) (Dlaska and Weiss 1999), STAT3

(negatively) (Yu et al. 2002) and USF1/2 (negatively) (Gupta and Kone 2002).

Even though the inhibitory effects of simendans on NF-κB responsive promoter

may  explain  their  inhibitory  effects  on  iNOS  expression,  it  is  possible  that

simendans may also regulate iNOS promoter activity by modifying the activity

of the additional transcription factors mentioned above. According to the

preliminary results obtained during the present study, simendans did not alter

LPS-induced IRF1 activation in J774 macrophages.

In the present study, iNOS expression and NO production were significantly

inhibited by simendans at 10 µM concentrations, whereas these concentrations of

simendans had smaller effects on IL-6 production and practically no effect on

TNF-  synthesis.  These  results  suggest  that  the  anti-inflammatory  effects  of

simendans are focused and regulatory and not non-specific in nature. Similar

results have been obtained in patients with decompensated chronic heart failure,

when levosimendan treatment was shown to decrease serum IL-6 levels but not

TNF-  levels (Avgeropoulou et al. 2005).

Levosimendan sensitizes troponin C to calcium in the myocardium.

Moreover, it acts as an inhibitor of phosphodiesterases (Szilagyi et al. 2005) and

opens KATP channels (Yokoshiki et al. 1997). Levosimendan has been shown to

have  about  10-fold  affinity  to  myocardial  troponin  C  compared  to  its

stereoisomer dextrosimendan (Sorsa et al. 2004). Accordingly, levosimendan

was found to be a more potent calcium sensitizer than dextrosimendan

(levosimendan was 76 times more potent) and the difference was even greater

when the inhibitory effects on PDE III were studied (levosimendan was 427

times more potent) (Kaheinen et al. 2006). In the present study, the potencies of

dextrosimendan and levosimendan were similar when their inhibitory effects on

iNOS expression and NO production were studied. Therefore it is unlikely that

binding to troponin C or PDE inhibition is involved in the mechanism by which

simendans inhibit iNOS expression. Levo- and dextrosimendan have been shown

to  act  as  KATP channel openers at similar concentrations (Haikala et al. 2005).

KATP channel openers diazoxide and iptakalim have been reported to decrease
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iNOS expression in BV-2 cells (Liu et al. 2005) and in rats (Yang et al. 2006)

exposed to rotenone. Therefore it is possible that opening of KATP channels

contributes to the mechanism by which simendans decreased iNOS expression in

the present study.

Comparison of the mechanisms of JAK inhibitors,
orazipones and simendans in the inhibition of iNOS
expression

The pharmacological inhibitors tested, AG-490, WHI-P154, orazipone,

orazipone derivative OR-1958 together with both levo- and dextrosimendan and

their analog OR-1560, were able to inhibit iNOS expression and NO production

in activated macrophages. The mechanisms by which the inhibitors caused

lowered iNOS protein levels were diverse. JAK inhibitors AG-490 and

WHI-P154 are known inhibitors of kinases upstream of STAT1 and therefore

decreased the activation of STAT1, which is an important transcription factor for

iNOS.  These  JAK  inhibitors  were  unable  to  inhibit  the  activation  of  NF-κB,

which is usually considered the most important transcription factor in

inflammation related regulation of gene transcription including iNOS (Barnes

and Karin 1997, Karin 2005).

Orazipone and its derivative were potent inhibitors of NF-κB, while their

inhibitory effect on STAT1 activation was moderate. The negative control

compound of orazipone, OR-2149, was unable to inhibit either NF-κB or

STAT1. In addition, iNOS expression was not affected by this derivative, which,

unlike orazipone, is not a sulfhydryl modifying compound. The effects of

orazipone on iNOS expression were eliminated in the presence of exogenously

added thiols. These results suggest that sulfhydryl groups are involved in the

regulation of iNOS expression and in the mechanisms of action of orazipone.

Levo- and dextrosimendans inhibited iNOS expression whereas they did not

alter the activation or DNA binding of NF-κB or STAT1, the important

transcription factors in iNOS expression. However, simendans decreased the

activities of the NF- B responsive promoter and iNOS promoter when studied in

genetically modified cell lines. Simendans did not seem to increase the decay of
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iNOS mRNA. These results imply that simedans affected iNOS expression at

transcriptional level by inhibiting the transcriptional activity of NF- B. It is

possible that simendans may additionally alter the transciptional activity of the

other transcription factors involved in iNOS expression. Other proteins in the

transcription  complex  are  also  possible  targets  of  simendans  even  though

simendans did not seem to be general transctional inhibitors.

Taken together, JAK inhibitors, orazipone and its derivative OR-1958 and

levo- and dextrosimendan inhibited iNOS expression at the level of transcription,

which is a well known regulation step in iNOS expression. Regulation of mRNA

stability is also a common mechanism by which iNOS expression is regulated

(Kleinert et al. 2004, Korhonen et al. 2005). However, none of the drugs were

found to affect iNOS mRNA decay when determined by actinomycin D assay.

Nitric oxide generation as a target of drug treatment in
inflammatory diseases

Even though NO has several regulatory functions and participates in host

defence mechanisms, overproduction of NO is associated with various diseases

including arthritis (Cuzzocrea 2006, Vuolteenaho et al. 2007), asthma

(Ricciardolo et al. 2004), inflammatory bowel disease (Kolios et al. 2004),

cardiac disorders (Rastaldo et al. 2007) and septic shock (Kirkebøen and Strand

1999). In the present study, a novel drug candidate orazipone and a calcium

sensitizer levosimendan (used in the treatment of decompensated heart failure)

were found to inhibit iNOS expression and NO production in cells activated by

inflammatory stimuli.

At least some of the beneficial effects of orazipone in colitis (Wrobleski et al.

1998) could be explained by lowered iNOS expression and NO production, since

selective inhibition of iNOS has been shown to relieve inflammation in a 2,4,6-

trinitrobenzenesulfonic acid induced model of colitis (Kankuri et al. 2001,

Menchen et al. 2001) and in dextran sodium sulphate induced colitis in rats

(Rumi et al. 2004) and in mice (Di Paola et al. 2005). Inhibition of iNOS has also

been reported to inhibit the production of inflammatory mediators COX-2,

TNF-  and IL-1  and to attenuate inflammation-related large bowel
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carcinogenesis in a dextran sodium sulphate induced model of colitis in mice

(Kohno et al. 2007). Orazipone has previously been shown to inhibit IL-1 ,

TNF-  and IL-6 production in human monocytes (Wrobleski et al. 1998) and

TNF-  production in human mast cell line HMC-1 (Vendelin et al. 2005). The

inhibitory effects of orazipone on the activation of NF-κB and STAT1 observed

in the present study are likely involved in the general anti-inflammatory

mechanisms of orazipone because those transcription factors regulate the

expression of various inflammatory factors in addition to iNOS. Moreover,

suppression of NF-κB–mediated transcription is involved in the anti-

inflammatory effects of glucocorticoids (Adcock et al. 2004).

Orazipone has been shown to have beneficial effects in an animal model of

asthma (Ruotsalainen et al. 2000) and to induce apoptosis in human eosinophils

(Kankaanranta et al. 2006). The iNOS inhibitor 1400W was shown to attenuate

bronchoconstriction and inflammatory and remodelling processes in a guinea pig

model of chronic allergic pulmonary inflammation (Prado et al. 2006). In

contrast, selective iNOS inhibitor GW271540 did not affect airway

hyperreactivity or airway inflammatory cell numbers after allergen challenge in

asthmatic patients (Singh et al. 2007). In light of these observations, iNOS

inhibition by orazipone may possibly have an influence on the beneficial effects

of orazipone in animal models of asthma but the effect of iNOS inhibition in

asthmatic patients remains to be ascertained.

In the present study, levosimendan, a calcium sensitizer used in the treatment

of decompensated heart failure, was found to inhibit iNOS expression and NO

production in response to proinflammatory stimuli. Levosimendan has been

reported to possess anti-inflammatory properties (Paraskevaidis et al. 2005). It

was shown to decrease the concentrations of proinflammatory cytokines, TNF-

receptors and soluble FAS in serum from patients with severe heart failure

(Trikas et al. 2006). Levosimendan has also been shown to reduce plasma levels

of TNF- , IL-6, soluble FAS, soluble FAS ligand and N-terminal pro-B-type

natriuretic peptide in patients with heart failure (Parissis et al. 2004, Kyrzopoulos

et al. 2005). In addition, simendans reduced swelling when carrageenan-induced

paw edema was used as a model of acute inflammation in rats (Haikala et al.

2005). Simendans were also shown to reduce lung eosinophilia in a mouse model
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of allergic inflammation and to induce apoptosis in human eosinophils

(Kankaanranta et al. 2007).

It has been demonstrated that NO, at least partly, mediates the negative

inotropic effect of cytokines on the heart (Finkel et al. 1992) and that

overproduction of NO is harmful in the heart in the systemic inflammation

response syndrome (Ungureanu-Longrois et al. 1995). Heart failure is a complex

state caused by several mediators. Excessive NO production by iNOS contributes

to the decreased cardiac contractility in relation to decompensated heart failure

and cardiodepression in septic shock (Rastaldo et al. 2007). In addition,

simultaneous production of superoxide and NO by macrophages may result in

the formation of peroxynitrite. Peroxynitrite is a highly reactive molecule that

causes cellular damage by oxidation and nitration reactions, which may

contribute to the development of heart failure (Rastaldo et al. 2007, Pacher et al.

2007). Therefore, it is possible that iNOS inhibition by levosimendan may

contribute to the beneficial effects of levosimendan in the treatment of

decompensated heart failure.

Besides its use in the treatment of contractile dysfunction in patients with

decompensated heart failure, levosimendan has been reported to have beneficial

effects in experimental models of septic shock (Oldner et al. 2001, Faivre et al.

2005) and was recently reported to ameliorate myocardial depression in a patient

with pneumococcal septic shock (Ramaswamykanive et al. 2007). Because

excessive NO production is associated with sepsis, it is possible that iNOS

inhibition by levosimendan may partly explain the positive results obtained in

the  treatment  of  septic  shock.  Even  though  overproduction  of  NO  in  sepsis

causes vasodilation, hypotension and shock, NO at moderate concentrations has

a critical role in maintaining microvascular perfusion and in mediating the host

defence against pathogens. Therefore excessive inhibition of iNOS may be

harmful  and  lead  to  unwanted  side-effects  in  patients.  Even  though  specific

iNOS inhibitors were first found useful in animal models of septic shock, their

usefulness in the therapy of clinical septic shock has subsequently been

considered questionable (Li and Förstermann 2000, Cobb 2001). Nevertheless, a

prospective, randomized, placebo-controlled trial is ongoing to investigate the

use of levosimendan as rescue therapy in refractory septic shock as an adjunct to
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conventional therapy (Powell and De Keulenaer 2007) which may constitute a

new pharmacological indication for levosimendan. In addition, simendans may

have  anti-inflammatory  effects  in  other  conditions  and  diseases  which  are

complicated by increased NO production through iNOS pathway.

In conclusion, compounds that inhibit iNOS expression or iNOS activity

have  anti-inflammatory  properties  and  may  be  useful  in  the  treatment  of

inflammatory diseases which are complicated by excessive NO production

through iNOS pathway.
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Summary and conclusions

The aim of the study was to investigate the pharmacological regulation of iNOS

expression and NO production in response to proinflammatory stimuli and to

ascertain the involvement of JAK2 and JAK3 pathways in the regulation of

iNOS by pharmacological means. The main objective of the study was to

characterize novel drug compounds, orazipones and simendans, as inhibitors of

iNOS pathway and to investigate the mechanisms leading to reduced iNOS

expression and NO production.

The major findings and conclusions were:

1. JAK2-inhibitor AG-490 and JAK3-inhibitor WHI-P154 were potent

inhibitors of iNOS expression and NO production in macrophages that

were activated by either IFN  or bacterial LPS. These inhibitors

decreased the activation of transcription factor STAT1 which could

well explain the inhibitory effects observed in iNOS expression. (I–II)

2. Orazipone, a novel thiol modulating compound, inhibited iNOS

expression and NO production in murine macrophages and in human

alveolar epithelial cells and the effect was reversed in the presence of

excessive amounts of exogenously added thiols. Orazipone inhibited

the activation of transcription factors NF-κB  and  STAT1,  which  are

important transcription factors for iNOS expression. Inhibition of

these transcription factors may explain the inhibitory effects of

orazipone on iNOS expression. The thiol modulating property was

found to contribute to the mechanism by which orazipone inhibited

LPS-induced NO production. (III)

3. Levosimendan (a calcium sensitizer used in the treatment of

decompensated heart failure) and its stereoisomer dextrosimendan

were potent inhibitors of iNOS expression and NO production in

macrophages and fibroblasts. Simendans inhibited iNOS promoter
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activity and the transcriptional activity of NF-κB, an important

transcription factor for iNOS expression. Inhibition of iNOS

expression may contribute to the beneficial effects of levosimendan in

the treatment of heart failure and to its recently found positive effects

in experimentally-induced septic shock. (IV)

In light of cellular and animal models, compounds that

inhibit iNOS expression or iNOS activity have anti-inflammatory

properties and may be useful in the treatment of inflammatory diseases

which are complicated by excessive NO production through iNOS pathway.

In the present study, novel compounds and mechanisms to inhibit iNOS

expression and NO production were identified. This information can be utilised

in the development of novel anti-inflammatory drugs.



 75

Acknowledgements

The  work  presented  in  this  thesis  was  accomplished  in  the

Immunopharmacology Research Group, Medical School, University of Tampere,

Finland.

I want to express my deepest gratitude to my supervisor, Professor Eeva

Moilanen, for the opportunity to do this, for your broad scientific knowledge,

enthusiasm for science and support over the years. The co-authors Riku

Korhonen, MD, PhD, Riina Nieminen, MSc (Pharm), Outi Kärpänniemi, MSc

(Pharm),  Adjunct  Professor  Hannu  Kankaanranta,  Mari  Hämäläinen,  MSc,

Adjunct Professor Erkki Nissinen and Hanna Auvinen, MSc, are gratefully

acknowledged for their able work and profound discussions on scientific or non-

scientific matters. My sincere thanks to all the members of the

immunopharmacology research group, all working as a real team.

I thank Adjunct Professor Kari Eklund and Professor Hartmut Kleinert for

reviewing this work and for their valuable comments.

My warmest thanks go to my friends and family. Anna-Leena has reminded

me what is important in life. Especially my sister Hanna and her husband Jaakko

together with Marja-Leena, Ulla, Katri, Kiti and Henna are appreciated for their

companionship and for providing a place to sleep when I had to stay overnight in

Tampere. I wish to thank all the orienteering friends together with whom I had

an opportunity to refresh my brains in training and competitions. Ulla, Sanna,

Heidi, Jenni and Paula, my student friends, thank you for being excellent

listeners  and  friends  to  discuss  with.  My  mother  Aila  and  my  father  Pertti  are

appreciated for understanding my decisions, and for the endless support and

love. Last but definitely not least, my loving thanks to my husband, Olli, for his

endless support and encouragement, all the way.

The Finnish Cultural Foundation and the Satakunta Regional Fund of the

Finnish Cultural Foundation together with the TEKES Drug 2000 Program and



76

Clinical Drug Research Graduate School are acknowledged for the grants that

made it possible for me to work as a full-time researcher. The grants for the

international congresses in Beijing, China and Stockholm, Sweden were kindly

provided by Satakunta Regional Fund of the Finnish Cultural Foundation, Days

of Molecular Medicine Foundation, The Hilda Kauhanen Foundation and

Tampere Graduate School in Biomedicine and Biotechnology.

Tampere, 28.3.2008

Outi Sareila



 77

References

Adcock IM, Ito K and Barnes PJ. (2004): Glucocorticoids: effects on gene
transcription. Proc Am Thorac Soc 1:247-254.

Aho, P., Bäckström, R., Koponen, A. et al., inventors. OrionPharma,
assignee. (2001) Substituted diketones and their use. U.S. patent 6,201,027.

Albuszies  G,  Vogt  J,  Wachter  U,  Thiemermann  C,  Leverve  XM,  Weber  S,
Georgieff M, Radermacher P and Barth E. (2007): The effect of iNOS deletion
on hepatic gluconeogenesis in hyperdynamic murine septic shock. Intensive Care
Med 33:1094-1101.

Alderton WK, Cooper CE and Knowles RG. (2001): Nitric oxide synthases:
structure, function and inhibition. Biochem J 357:593-615.

Alderton  WK,  Angell  AD,  Craig  C,  Dawson  J,  Garvey  E,  Moncada  S,
Monkhouse J, Rees D, Russell LJ, Russell RJ, Schwartz S, Waslidge N and
Knowles RG. (2005): GW274150 and GW273629 are potent and highly
selective inhibitors of inducible nitric oxide synthase in vitro and in vivo. Br J
Pharmacol 145:301-312.

Amin HM, Medeiros LJ, Ma Y, Feretzaki M, Das P, Leventaki V, Rassidakis
GZ, O'Connor SL, McDonnell TJ and Lai R. (2003): Inhibition of JAK3 induces
apoptosis and decreases anaplastic lymphoma kinase activity in anaplastic large
cell lymphoma. Oncogene 22:5399-5407.

Avgeropoulou C, Andreadou I, Markantonis-Kyroudis S, Demopoulou M,
Missovoulos P, Androulakis A and Kallikazaros I. (2005): The Ca(2+)-sensitizer
levosimendan improves oxidative damage, BNP and pro-inflammatory cytokine
levels in patients with advanced decompensated heart failure in comparison to
dobutamine. Eur J Heart Fail 7:882-887.

Baeuerle PA. (1998): Pro-inflammatory signaling: last pieces in the NF-
kappaB puzzle? Curr Biol 8:R19-R22

Bainbridge J, Madden L, Binks M, Malhotra R, Paleolog E (2006) iNOS
inhibition as a target in arthritis, inflammation and angiogenesis. [Abstract]
Vascul Pharmacol 45:(3)e10-e10



78

Banan A, Farhadi A, Fields JZ, Zhang LJ, Shaikh M and Keshavarzian A.
(2003): The delta-isoform of protein kinase C causes inducible nitric-oxide
synthase and nitric oxide up-regulation: key mechanism for oxidant-induced
carbonylation, nitration, and disassembly of the microtubule cytoskeleton and
hyperpermeability of barrier of intestinal epithelia. J Pharmacol Exp Ther
305:482-494.

Barnes PJ, Karin M. (1997): Nuclear factor-kappaB: a pivotal transcription
factor in chronic inflammatory diseases. N Engl J Med 336:1066-1071.

Bennett BL, Sasaki DT, Murray BW, O'Leary EC, Sakata ST, Xu W, Leisten
JC,  Motiwala  A,  Pierce  S,  Satoh  Y,  Bhagwat  SS,  Manning  AM  and  Anderson
DW. (2001): SP600125, an anthrapyrazolone inhibitor of Jun N-terminal kinase.
Proc Natl Acad Sci U S A 98:13681-13686.

Blackshear PJ. (2002): Tristetraprolin and other CCCH tandem zinc-finger
proteins in the regulation of mRNA turnover. Biochem Soc Trans 30:945-952.

Blanchette J, Jaramillo M and Olivier M. (2003): Signalling events involved
in interferon-gamma-inducible macrophage nitric oxide generation. Immunology
108:513-522.

Blanchette  J,  Pouliot  P  and  Olivier  M.  (2007):  Role  of  protein  tyrosine
phosphatases in the regulation of interferon-{gamma}-induced macrophage nitric
oxide generation: implication of ERK pathway and AP-1 activation. J Leukoc
Biol 81:835-844.

Boerma M, Wang J, Richter KK and Hauer-Jensen M. (2006): Orazipone, a
locally acting immunomodulator, ameliorates intestinal radiation injury: a
preclinical study in a novel rat model. Int J Radiat Oncol Biol Phys 66:552-559.

Bogdan C. (2001): Nitric oxide and the immune response. Nat Immunol
2:907-916.

Boileau C, Martel-Pelletier J, Moldovan F, Jouzeau JY, Netter P, Manning
PT and Pelletier JP. (2002): The in situ up-regulation of chondrocyte interleukin-
1-converting enzyme and interleukin-18 levels in experimental osteoarthritis is
mediated by nitric oxide. Arthritis Rheum 46:2637-2647.

Bradford MM. (1976): A rapid and sensitive method for the quantitation of
microgram quantities of protein utilizing the principle of protein-dye binding.
Anal Biochem 72:248-254.

Brennan CM, Steitz JA. (2001): HuR and mRNA stability. Cell Mol Life Sci
58:266-277.



 79

Carpenter L, Cordery D and Biden TJ. (2001): Protein kinase Cdelta
activation by interleukin-1beta stabilizes inducible nitric-oxide synthase mRNA
in pancreatic beta-cells. J Biol Chem 276:5368-5374.

Castro RR, Cunha FQ, Silva FSJ and Rocha FA. (2006): A quantitative
approach to measure joint pain in experimental osteoarthritis--evidence of a role
for nitric oxide. Osteoarthritis Cartilage 14:769-776.

Chartrain  NA,  Geller  DA,  Koty  PP,  Sitrin  NF,  Nussler  AK,  Hoffman  EP,
Billiar TR, Hutchinson NI and Mudgett JS. (1994): Molecular cloning, structure,
and chromosomal localization of the human inducible nitric oxide synthase gene.
J Biol Chem 269:6765-6772.

Chatterjee PK, Patel NS, Sivarajah A, Kvale EO, Dugo L, Cuzzocrea S,
Brown PA, Stewart KN, Mota-Filipe H, Britti D, Yaqoob MM and Thiemermann
C. (2003): GW274150, a potent and highly selective inhibitor of iNOS, reduces
experimental renal ischemia/reperfusion injury. Kidney Int 63:853-865.

Chen CC, Wang JK, Chen WC and Lin SB. (1998a): Protein kinase C eta
mediates lipopolysaccharide-induced nitric-oxide synthase expression in primary
astrocytes. J Biol Chem 273:19424-19430.

Chen CC, Wang JK and Lin SB. (1998b): Antisense oligonucleotides
targeting protein kinase C-alpha, -beta I, or -delta but not -eta inhibit
lipopolysaccharide-induced nitric oxide synthase expression in RAW 264.7
macrophages: involvement of a nuclear factor kappa B-dependent mechanism. J
Immunol 161:6206-6214.

Cobb JP. (2001): Nitric oxide synthase inhibition as therapy for sepsis: a
decade of promise. Surg Infect (Larchmt ) 2:93-100.

Coccia EM, Stellacci E, Marziali G, Weiss G and Battistini A. (2000): IFN-
gamma and IL-4 differently regulate inducible NO synthase gene expression
through IRF-1 modulation. Int Immunol 12:977-985.

Coleman JW. (2001): Nitric oxide in immunity and inflammation. Int
Immunopharmacol 1:1397-1406.

Connor JR, Manning PT, Settle SL, Moore WM, Jerome GM, Webber RK,
Tjoeng FS and Currie MG. (1995): Suppression of adjuvant-induced arthritis by
selective inhibition of inducible nitric oxide synthase. Eur J Pharmacol 273:15-
24.

Cruz MT, Duarte CB, Goncalo M, Carvalho AP and Lopes MC. (1999):
Involvement of JAK2 and MAPK on type II nitric oxide synthase expression in
skin-derived dendritic cells. Am J Physiol 277:C1050-C1057



80

Cruz MT, Duarte CB, Goncalo M, Carvalho AP and Lopes MC. (2001): LPS
induction of I kappa B-alpha degradation and iNOS expression in a skin
dendritic cell line is prevented by the janus kinase 2 inhibitor, Tyrphostin b42.
Nitric Oxide 5:53-61.

Cuzzocrea S. (2006): Role of nitric oxide and reactive oxygen species in
arthritis. Curr Pharm Des 12:3551-3570.

Cuzzocrea S, Chatterjee PK, Mazzon E, McDonald MC, Dugo L, Di Paola R,
Serraino I, Britti D, Caputi AP and Thiemermann C. (2002): Beneficial effects of
GW274150, a novel, potent and selective inhibitor of iNOS activity, in a rodent
model of collagen-induced arthritis. Eur J Pharmacol 453:119-129.

da  S.Rocha  J,  Peixoto  ME,  Jancar  S,  de  QC,  de  AR  and  da  Rocha  FA.
(2002): Dual effect of nitric oxide in articular inflammatory pain in zymosan-
induced arthritis in rats. Br J Pharmacol 136:588-596.

De Alba J, Clayton NM, Collins SD, Colthup P, Chessell I and Knowles RG.
(2006): GW274150, a novel and highly selective inhibitor of the inducible
isoform of nitric oxide synthase (iNOS), shows analgesic effects in rat models of
inflammatory and neuropathic pain. Pain 120:170-181.

de  Vera  ME,  Shapiro  RA,  Nussler  AK,  Mudgett  JS,  Simmons  RL,  Morris
SMJ,  Billiar  TR  and  Geller  DA.  (1996):  Transcriptional  regulation  of  human
inducible nitric oxide synthase (NOS2) gene by cytokines: initial analysis of the
human NOS2 promoter. Proc Natl Acad Sci U S A 93:1054-1059.

Dell'Albani P, Santangelo R, Torrisi L, Nicoletti VG, de Vellis J and
Giuffrida SA. (2001): JAK/STAT signaling pathway mediates cytokine-induced
iNOS expression in primary astroglial cell cultures. J Neurosci Res 65:417-424.

Deroo BJ, Archer TK. (2002): Proteasome inhibitors reduce luciferase and
beta-galactosidase activity in tissue culture cells. J Biol Chem 277:20120-20123.

Deszo EL, Brake DK, Kelley KW and Freund GG. (2004): IL-4-dependent
CD86 expression requires JAK/STAT6 activation and is negatively regulated by
PKCdelta. Cell Signal 16:271-280.

Di Paola R, Mazzon E, Patel NS, Genovese T, Muia C, Thiemermann C, De
Sarro A and Cuzzocrea S. (2005): Beneficial effects of GW274150 treatment on
the development of experimental colitis induced by dinitrobenzene sulfonic acid.
Eur J Pharmacol 2005 507:281-289.

Dlaska M, Weiss G. (1999): Central role of transcription factor NF-IL6 for
cytokine and iron-mediated regulation of murine inducible nitric oxide synthase
expression. J Immunol 162:6171-6177.



 81

Doyle SL, O'Neill LA. (2006): Toll-like receptors: from the discovery of
NFkappaB to new insights into transcriptional regulations in innate immunity.
Biochem Pharmacol 72:1102-1113.

Du Q, Park KS, Guo Z, He P, Nagashima M, Shao L, Sahai R, Geller DA and
Hussain SP. (2006): Regulation of human nitric oxide synthase 2 expression by
Wnt beta-catenin signaling. Cancer Res 66:7024-7031.

Fahmi  H,  Di  Battista  JA,  Pelletier  JP,  Mineau  F,  Ranger  P  and  Martel-
Pelletier J. (2001): Peroxisome proliferator--activated receptor gamma activators
inhibit interleukin-1beta-induced nitric oxide and matrix metalloproteinase 13
production in human chondrocytes. Arthritis Rheum 44:595-607.

Faivre V, Kaskos H, Callebert  J,  Losser MR, Milliez P,  Bonnin P, Payen D
and Mebazaa A. (2005): Cardiac and renal effects of levosimendan, arginine
vasopressin, and norepinephrine in lipopolysaccharide-treated rabbits.
Anesthesiology 103:514-521.

Fechir M, Linker K, Pautz A, Hubrich T, Förstermann U, Rodriguez-Pascual
F and Kleinert H. (2005): Tristetraprolin regulates the expression of the human
inducible nitric-oxide synthase gene. Mol Pharmacol 67:2148-2161.

Feinberg MW, Cao Z, Wara AK, Lebedeva MA, Senbanerjee S and Jain MK.
(2005): Kruppel-like factor 4 is a mediator of proinflammatory signaling in
macrophages. J Biol Chem 280:38247-38258.

Felley-Bosco  E,  Bender  FC,  Courjault-Gautier  F,  Bron  C  and  Quest  AF.
(2000): Caveolin-1 down-regulates inducible nitric oxide synthase via the
proteasome pathway in human colon carcinoma cells. Proc Natl Acad Sci U S A
97:14334-14339.

Feng X, Guo Z, Nourbakhsh M, Hauser H, Ganster R, Shao L and Geller DA.
(2002): Identification of a negative response element in the human inducible
nitric-oxide synthase (hiNOS) promoter: The role of NF-kappa B-repressing
factor (NRF) in basal repression of the hiNOS gene. Proc Natl Acad Sci U S A
99:14212-14217.

Finkel MS, Oddis CV, Jacob TD, Watkins SC, Hattler BG and Simmons RL.
(1992): Negative inotropic effects of cytokines on the heart mediated by nitric
oxide. Science 257:387-389.

Furchgott RF, Zawadzki JV. (1980): The obligatory role of endothelial cells
in the relaxation of arterial smooth muscle by acetylcholine. Nature 288:373-
376.

Förstermann  U,  Boissel  JP  and  Kleinert  H.  (1998):  Expressional  control  of
the 'constitutive' isoforms of nitric oxide synthase (NOS I and NOS III). FASEB
J 12:773-790.



82

Gad MZ, Khattab M. (2000): Modulation of nitric oxide synthesis in
inflammation. Relationship to oxygen-derived free radicals and prostaglandin
synthesis. Arzneimittelforschung 50:449-455.

Gallogly MM, Mieyal JJ. (2007): Mechanisms of reversible protein
glutathionylation in redox signaling and oxidative stress. Curr Opin Pharmacol
7:381-391.

Ganster RW, Taylor BS, Shao L and Geller DA. (2001): Complex regulation
of human inducible nitric oxide synthase gene transcription by Stat 1 and NF-
kappa B. Proc Natl Acad Sci U S A 98:8638-8643.

Gao J, Morrison DC, Parmely TJ, Russell SW and Murphy WJ. (1997): An
interferon-gamma-activated site (GAS) is necessary for full expression of the
mouse iNOS gene in response to interferon-gamma and lipopolysaccharide. J
Biol Chem 272:1226-1230.

Gao JJ, Filla MB, Fultz MJ, Vogel SN, Russell SW and Murphy WJ. (1998):
Autocrine/paracrine IFN-alphabeta mediates the lipopolysaccharide-induced
activation of transcription factor Stat1alpha in mouse macrophages: pivotal role
of Stat1alpha in induction of the inducible nitric oxide synthase gene. J Immunol
161:4803-4810.

Garvey  EP,  Oplinger  JA,  Furfine  ES,  Kiff  RJ,  Laszlo  F,  Whittle  BJ  and
Knowles RG. (1997): 1400W is a slow, tight binding, and highly selective
inhibitor of inducible nitric-oxide synthase in vitro and in vivo. J Biol Chem
272:4959-4963.

Gatto L, Berlato C, Poli V, Tininini S, Kinjyo I, Yoshimura A, Cassatella
MA  and  Bazzoni  F.  (2004):  Analysis  of  SOCS-3  promoter  responses  to
interferon gamma. J Biol Chem 279:13746-13754.

Geller DA, Billiar TR. (1998): Molecular biology of nitric oxide synthases.
Cancer Metastasis Rev 17:7-23.

Genovese  T,  Cuzzocrea  S,  Di  Paola  R,  Failla  M,  Mazzon  E,  Sortino  MA,
Frasca G, Gili E, Crimi N, Caputi AP and Vancheri C. (2005): Inhibition or
knock out of inducible nitric oxide synthase result in resistance to bleomycin-
induced lung injury. Respir Res 6:58

Ghezzi P. (2005): Regulation of protein function by glutathionylation. Free
Radic Res 39:573-580.

Goldring CE, Reveneau S, Algarte M and Jeannin JF. (1996): In vivo
footprinting of the mouse inducible nitric oxide synthase gene: inducible protein
occupation of numerous sites including Oct and NF-IL6. Nucleic Acids Res
24:1682-1687.



 83

Goodman PA, Niehoff LB and Uckun FM. (1998): Role of tyrosine kinases
in induction of the c-jun proto-oncogene in irradiated B-lineage lymphoid cells. J
Biol Chem 273:17742-17748.

Green LC, Wagner DA, Glogowski J, Skipper PL, Wishnok JS and
Tannenbaum SR. (1982): Analysis of nitrate, nitrite, and [15N]nitrate in
biological fluids. Anal Biochem 126:131-138.

Guo  Z,  Shao  L,  Feng  X,  Reid  K,  Marderstein  E,  Nakao  A  and  Geller  DA.
(2003): A critical role for C/EBPbeta binding to the AABS promoter response
element in the human iNOS gene. FASEB J 17:1718-1720.

Gupta AK, Kone BC. (2002): USF-1 and USF-2 trans-repress IL-1beta-
induced iNOS transcription in mesangial cells. Am J Physiol Cell Physiol
283:C1065-C1072

Haikala, H., Hyttilä-Hopponen, M., Nissinen, E. et al., inventors.
OrionPharma, assignee. (2005) Anti-inflammatory agents. US patent 6,878,702.

Hallinan EA, Tsymbalov S, Dorn CR, Pitzele BS, Hansen DWJ, Moore WM,
Jerome GM, Connor JR, Branson LF, Widomski DL, Zhang Y, Currie MG and
Manning PT. (2002): Synthesis and biological characterization of L-N(6)-(1-
iminoethyl)lysine 5-tetrazole-amide, a prodrug of a selective iNOS inhibitor. J
Med Chem 45:1686-1689.

Hausding M, Witteck A, Rodriguez-Pascual F, von Eichel-Streiber C,
Forstermann U and Kleinert H. (2000): Inhibition of small G proteins of the rho
family by statins or clostridium difficile toxin B enhances cytokine-mediated
induction of NO synthase II. Br J Pharmacol 131:553-561.

Ignarro LJ, Buga GM, Wood KS, Byrns RE and Chaudhuri G. (1987):
Endothelium-derived relaxing factor produced and released from artery and vein
is nitric oxide. Proc Natl Acad Sci U S A 84:9265-9269.

Ignarro LJ, Fukuto JM, Griscavage JM, Rogers NE and Byrns RE. (1993):
Oxidation of nitric oxide in aqueous solution to nitrite but not nitrate:
comparison with enzymatically formed nitric oxide from L-arginine. Proc Natl
Acad Sci U S A 90:8103-8107.

Ivashkiv LB, Hu X. (2004): Signaling by STATs. Arthritis Res Ther 6:159-
168.

Johnson GL, Lapadat R. (2002): Mitogen-activated protein kinase pathways
mediated by ERK, JNK, and p38 protein kinases. Science 298:1911-1912.

Jung F, Palmer LA, Zhou N and Johns RA. (2000): Hypoxic regulation of
inducible nitric oxide synthase via hypoxia inducible factor-1 in cardiac
myocytes. Circ Res 86:319-325.



84

Kaheinen  P,  Pollesello  P,  Hertelendi  Z,  Borbely  A,  Szilagyi  S,  Nissinen  E,
Haikala H and Papp Z. (2006): Positive inotropic effect of levosimendan is
correlated to its stereoselective Ca2+-sensitizing effect but not to stereoselective
phosphodiesterase inhibition. Basic Clin Pharmacol Toxicol 98:74-78.

Kamijo R, Harada H, Matsuyama T, Bosland M, Gerecitano J, Shapiro D, Le
J, Koh SI, Kimura T and Green SJ. (1994): Requirement for transcription factor
IRF-1 in NO synthase induction in macrophages. Science 263:1612-1615.

Kankaanranta H, Ilmarinen P, Zhang X, Nissinen E and Moilanen E. (2006):
Anti-eosinophilic activity of orazipone. Mol Pharmacol 69:1861-1870.

Kankaanranta  H,  Zhang  X,  Tumelius  R,  Ruotsalainen  M,  Haikala  H,
Nissinen E and Moilanen E. (2007): Antieosinophilic activity of simendans. J
Pharmacol Exp Ther 323:31-38.

Kankuri E, Vaali K, Knowles RG, Lahde M, Korpela R, Vapaatalo H and
Moilanen E. (2001): Suppression of acute experimental colitis by a highly
selective inducible nitric-oxide synthase inhibitor, N-[3-
(aminomethyl)benzyl]acetamidine. J Pharmacol Exp Ther 298:1128-1132.

Karin M. (2005): Inflammation-activated protein kinases as targets for drug
development. Proc Am Thorac Soc 2:386-390.

Kielar ML, Jeyarajah DR, Penfield JG and Lu CY. (2000): Docosahexaenoic
acid decreases IRF-1 mRNA and thus inhibits activation of both the IRF-E and
NFkappa d response elements of the iNOS promoter. Transplantation 69:2131-
2137.

Kim HJ,  Tsoyi  K,  Heo JM,  Kang YJ,  Park  MK,  Lee  YS,  Lee  JH,  Seo  HG,
Yun-Choi HS and Chang KC. (2007): Regulation of lipopolysaccharide-induced
inducible nitric-oxide synthase expression through the nuclear factor-kappaB
pathway and interferon-beta/tyrosine kinase 2/Janus tyrosine kinase 2-signal
transducer and activator of transcription-1 signaling cascades by 2-
naphthylethyl-6,7-dihydroxy-1,2,3,4-tetrahydroisoquinoline (THI 53), a new
synthetic isoquinoline alkaloid. J Pharmacol Exp Ther 320:782-789.

Kirkebøen KA, Strand OA. (1999): The role of nitric oxide in sepsis -an
overview. Acta Anaesthesiol Scand 43:275-288.

Kirken RA, Erwin RA, Taub D, Murphy WJ, Behbod F, Wang L, Pericle F
and Farrar WL. (1999): Tyrphostin AG-490 inhibits cytokine-mediated
JAK3/STAT5a/b signal transduction and cellular proliferation of antigen-
activated human T cells. J Leukoc Biol 65:891-899.

Kisseleva T, Bhattacharya S, Braunstein J and Schindler CW. (2002):
Signaling through the JAK/STAT pathway, recent advances and future
challenges. Gene 285:1-24.



 85

Kizaki  T,  Suzuki  K,  Hitomi  Y,  Iwabuchi  K,  Onoe  K,  Haga  S,  Ishida  H,
Ookawara T and Ohno H. (2001): Negative regulation of LPS-stimulated
expression of inducible nitric oxide synthase by AP-1 in macrophage cell line
J774A.1. Biochem Biophys Res Commun 289:1031-1038.

Kleinert H, Euchenhofer C, Ihrig-Biedert I and Förstermann U. (1996):
Glucocorticoids inhibit the induction of nitric oxide synthase II by down-
regulating cytokine-induced activity of transcription factor nuclear factor-kappa
B. Mol Pharmacol 49:15-21.

Kleinert H, Wallerath T, Fritz G, Ihrig-Biedert I, Rodriguez-Pascual F, Geller
DA and Forstermann U. (1998): Cytokine induction of NO synthase II in human
DLD-1 cells: roles of the JAK-STAT, AP-1 and NF-kappaB-signaling pathways.
Br J Pharmacol 125:193-201.

Kleinert H, Geller DA and Förstermann U. (1999): Analysis of the molecular
mechanism  regulating  the  induction  of  the  human  NO  synthase  II  promoter  in
human A549/8 alveolar carcinoma cells. Naunyn-Schmiedeberg's Arch
Pharmacol (Suppl ) 359:R 37

Kleinert H, Mangasser-Stephan K, Yao Y, Fechir M, Bouazzaoui A,
Rodriguez-Pascual F and Förstermann U. (2002): Post-transcriptional regulation
of human iNOS expression by RNA-binding proteins. Nitric Oxide 6:412-412.

Kleinert  H,  Schwarz  PM  and  Förstermann  U.  (2003):  Regulation  of  the
expression of inducible nitric oxide synthase. Biol Chem 384:1343-1364.

Kleinert H, Pautz A, Linker K and Schwarz PM. (2004): Regulation of the
expression of inducible nitric oxide synthase. Eur J Pharmacol 500:255-266.

Kohno H, Takahashi M, Yasui Y, Suzuki R, Miyamoto S, Kamanaka Y,
Naka M, Maruyama T, Wakabayashi K and Tanaka T. (2007): A specific
inducible nitric oxide synthase inhibitor, ONO-1714 attenuates inflammation-
related large bowel carcinogenesis in male Apc(Min/+) mice. Int J Cancer
121:506-513.

Koide N, Sugiyama T, Mu MM, Mori I, Yoshida T, Hamano T and Yokochi
T. (2003): Gamma interferon-induced nitric oxide production in mouse CD5+
B1-like cell line and its association with apoptotic cell death. Microbiol Immunol
47:669-679.

Kolios G, Valatas V and Ward SG. (2004): Nitric oxide in inflammatory
bowel disease: a universal messenger in an unsolved puzzle. Immunology
113:427-437.

Kolodziejski PJ, Koo JS and Eissa NT. (2004): Regulation of inducible nitric
oxide synthase by rapid cellular turnover and cotranslational down-regulation by
dimerization inhibitors. Proc Natl Acad Sci U S A 101:18141-18146.



86

Korbut R, Guzik TJ. (2005): Inflammatory mediators and intracellular
signalling. In: Principles of immunopharmacology, Eds. Nijkamp FP and
Parnham MJ. Springer Science & Business Media, Basel, Boston.

Korhonen  R,  Lahti  A,  Hämäläinen  M,  Kankaanranta  H  and  Moilanen  E.
(2002): Dexamethasone inhibits inducible nitric-oxide synthase expression and
nitric oxide production by destabilizing mRNA in lipopolysaccharide-treated
macrophages. Mol Pharmacol 62:698-704.

Korhonen R, Lahti A, Kankaanranta H and Moilanen E. (2005): Nitric oxide
production and signaling in inflammation. Curr Drug Targets Inflamm Allergy
4:471-479.

Korhonen R, Linker K, Pautz A, Förstermann U, Moilanen E and Kleinert H.
(2007): Post-transcriptional regulation of human inducible nitric-oxide synthase
expression by the Jun N-terminal kinase. Mol Pharmacol 71:1427-1434.

Kristof AS, Marks-Konczalik J and Moss J. (2001): Mitogen-activated
protein kinases mediate activator protein-1-dependent human inducible nitric-
oxide synthase promoter activation. J Biol Chem 276:8445-8452.

Kumar V, Abbas AK, Fausto N. (2005): Acute and Chronic Inflammation.
In: Robbins and Cotran Pathologic Basis of Disease, Elsevier Saunders,
Philadelphia.

Kyrzopoulos S, Adamopoulos S, Parissis JT, Rassias J, Kostakis G,
Iliodromitis E, Degiannis D and Kremastinos DT. (2005): Levosimendan reduces
plasma B-type natriuretic peptide and interleukin 6, and improves central
hemodynamics in severe heart failure patients. Int J Cardiol 99:409-413.

Lahti, A. (2004) Regulation of Inducible Nitric Oxide Synthase Expression
and Nitric Oxide Production by Mitogen-Activated Protein Kinase Pathways.
Doctoral dissertation.

Lahti A, Jalonen U, Kankaanranta H and Moilanen E. (2003): c-Jun NH2-
terminal kinase inhibitor anthra(1,9-cd)pyrazol-6(2H)-one reduces inducible
nitric-oxide synthase expression by destabilizing mRNA in activated
macrophages. Mol Pharmacol 64:308-315.

Lahti A, Sareila O, Kankaanranta H and Moilanen E. (2006): Inhibition of
p38 mitogen-activated protein kinase enhances c-Jun N-terminal kinase activity:
implication in inducible nitric oxide synthase expression. BMC Pharmacol 6:5

Lai WS, Carballo E, Strum JR, Kennington EA, Phillips RS and Blackshear
PJ. (1999): Evidence that tristetraprolin binds to AU-rich elements and promotes
the deadenylation and destabilization of tumor necrosis factor alpha mRNA. Mol
Cell Biol 19:4311-4323.



 87

Lai WS, Kennington EA and Blackshear PJ. (2003): Tristetraprolin and its
family members can promote the cell-free deadenylation of AU-rich element-
containing mRNAs by poly(A) ribonuclease. Mol Cell Biol 23:3798-3812.

Laroux  FS,  Pavlick  KP,  Hines  IN,  Kawachi  S,  Harada  H,  Bharwani  S,
Hoffman JM and Grisham MB. (2001): Role of nitric oxide in inflammation.
Acta Physiol Scand 173:113-118.

Leonard WJ, O'Shea JJ. (1998): Jaks and STATs: biological implications.
Annu Rev Immunol 16:293-322.

Li H, Förstermann U. (2000): Nitric oxide in the pathogenesis of vascular
disease. J Pathol 190:244-254.

Linker  K,  Pautz  A,  Fechir  M,  Hubrich  T,  Greeve  J  and  Kleinert  H.  (2005):
Involvement of KSRP in the post-transcriptional regulation of human iNOS
expression-complex  interplay  of  KSRP with  TTP and  HuR.  Nucleic  Acids  Res
33:4813-4827.

Linscheid P, Schaffner A and Schoedon G. (1998): Modulation of inducible
nitric oxide synthase mRNA stability by tetrahydrobiopterin in vascular smooth
muscle cells. Biochem Biophys Res Commun 243:137-141.

Liu  X,  Wu  JY,  Zhou  F,  Sun  XL,  Yao  HH,  Yang  Y,  Ding  JH  and  Hu  G.
(2005): The regulation of rotenone-induced inflammatory factor production by
ATP-sensitive potassium channel expressed in BV-2 cells. Neurosci Lett
394:131-135.

Lowenstein CJ, Glatt CS, Bredt DS and Snyder SH. (1992): Cloned and
expressed macrophage nitric oxide synthase contrasts with the brain enzyme.
Proc Natl Acad Sci U S A 89:6711-6715.

Lowenstein CJ, Alley EW, Raval P, Snowman AM, Snyder SH, Russell SW
and Murphy WJ. (1993): Macrophage nitric oxide synthase gene: two upstream
regions mediate induction by interferon gamma and lipopolysaccharide. Proc
Natl Acad Sci U S A 90:9730-9734.

Lyons CR, Orloff GJ and Cunningham JM. (1992): Molecular cloning and
functional expression of an inducible nitric oxide synthase from a murine
macrophage cell line. J Biol Chem 267:6370-6374.

MacMicking J, Xie QW and Nathan C. (1997): Nitric oxide and macrophage
function. Annu Rev Immunol 15:323-350.

Markovic M, Miljkovic D and Trajkovic V. (2003): Regulation of inducible
nitric oxide synthase by cAMP-elevating phospho-diesterase inhibitors. Curr
Drug Targets Inflamm Allergy 2:63-79.



88

Marrero  MB,  Venema  VJ,  He  H,  Caldwell  RB  and  Venema  RC.  (1998):
Inhibition by the JAK/STAT pathway of IFNgamma- and LPS-stimulated nitric
oxide synthase induction in vascular smooth muscle cells. Biochem Biophys Res
Commun 252:508-512.

Martinez-Lostao L, Briones J, Forne I, Martinez-Gallo M, Ferrer B, Sierra J,
Rodriguez-Sanchez JL and Juarez C. (2005): Role of the STAT1 pathway in
apoptosis induced by fludarabine and JAK kinase inhibitors in B-cell chronic
lymphocytic leukemia. Leukemia Lymphoma 46:435-442.

Mathew L, Katz SD. (1998): Calcium sensitising agents in heart failure.
Drugs & Aging 12:191-204.

McCartney-Francis NL, Song X, Mizel DE and Wahl SM. (2001): Selective
inhibition of inducible nitric oxide synthase exacerbates erosive joint disease. J
Immunol 166:2734-2740.

McDonald  MC,  Izumi  M,  Cuzzocrea  S  and  Thiemermann  C.  (2002):  A
novel, potent and selective inhibitor of the activity of inducible nitric oxide
synthase (GW274150) reduces the organ injury in hemorrhagic shock. J Physiol
Pharmacol 53:555-569.

McMillan K, Adler M, Auld DS, Baldwin JJ, Blasko E, Browne LJ, Chelsky
D, Davey D, Dolle RE, Eagen KA, Erickson S, Feldman RI, Glaser CB, Mallari
C,  Morrissey  MM, Ohlmeyer  MH,  Pan  G,  Parkinson  JF,  Phillips  GB,  Polokoff
MA, Sigal NH, Vergona R, Whitlow M, Young TA and Devlin JJ. (2000):
Allosteric inhibitors of inducible nitric oxide synthase dimerization discovered
via combinatorial chemistry. Proc Natl Acad Sci U S A 97:1506-1511.

Melillo G, Taylor LS, Brooks A, Musso T, Cox GW and Varesio L. (1997):
Functional requirement of the hypoxia-responsive element in the activation of
the inducible nitric oxide synthase promoter by the iron chelator
desferrioxamine. J Biol Chem 272:12236-12243.

Menchen  LA,  Colon  AL,  Moro  MA,  Leza  JC,  Lizasoain  I,  Menchen  P,
Alvarez E and Lorenzo P. (2001): N-(3-(aminomethyl)benzyl)acetamidine, an
inducible nitric oxide synthase inhibitor, decreases colonic inflammation induced
by trinitrobenzene sulphonic acid in rats. Life Sci 69:479-491.

Meraz MA, White JM, Sheehan KC, Bach EA, Rodig SJ, Dighe AS, Kaplan
DH, Riley JK, Greenlund AC, Campbell D, Carver-Moore K, DuBois RN, Clark
R, Aguet M and Schreiber RD. (1996): Targeted disruption of the Stat1 gene in
mice reveals unexpected physiologic specificity in the JAK-STAT signaling
pathway. Cell 84:431-442.

Meydan N,  Grunberger  T,  Dadi  H,  Shahar  M,  Arpaia  E,  Lapidot  Z,  Leeder
JS, Freedman M, Cohen A, Gazit A, Levitzki A and Roifman CM. (1996):



 89

Inhibition of acute lymphoblastic leukaemia by a Jak-2 inhibitor. Nature
379:645-648.

Mitani T, Terashima M, Yoshimura H, Nariai Y and Tanigawa Y. (2005):
TGF-beta1 enhances degradation of IFN-gamma-induced iNOS protein via
proteasomes in RAW 264.7 cells. Nitric Oxide 13:78-87.

Moilanen E, Whittle BJ, Moncada S. (1999): Nitric oxide as a factor of
inflammation. In: Inflammation: Basic Principles and Clinical Correlates,pp.
787-801. Eds. Gallin JI and Snyderman R. Lippincott Williams & Wilkins,
Philadelphia.

Mori M, Gotoh T. (2000): Arginine metabolic enzymes, nitric oxide and
infection. J Nutr 134:2820S-2825S.

Moshage H, Kok B, Huizenga JR and Jansen PL. (1995): Nitrite and nitrate
determinations in plasma: a critical evaluation. Clin Chem 41:892-896.

Musial A, Eissa NT. (2001): Inducible nitric-oxide synthase is regulated by
the proteasome degradation pathway. J Biol Chem 276:24268-24273.

Narla RK, Liu XP, Myers DE and Uckun FM. (1998): 4-(3'-Bromo-
4'hydroxylphenyl)-amino-6,7-dimethoxyquinazoline: a novel quinazoline
derivative with potent cytotoxic activity against human glioblastoma cells. Clin
Cancer Res 4:1405-1414.

Nissinen E, Serkkola E, Penttilä KE, Kaivola J, Linden IB (1997)
Suppression of cytokine production and neutrophil activation by an
immunomodulating agent OR-1384. [Abstract] Gastroenterology 112:A1051

Obasanjo-Blackshire K, Mesquita R, Jabr RI, Molkentin JD, Hart SL, Marber
MS, Xia Y and Heads RJ. (2006): Calcineurin regulates NFAT-dependent iNOS
expression  and  protection  of  cardiomyocytes:  co-operation  with  Src  tyrosine
kinase. Cardiovasc Res 71:672-683.

Ohmori Y, Hamilton TA. (2001): Requirement for STAT1 in LPS-induced
gene expression in macrophages. J Leukoc Biol 69:598-604.

Ohtsuka M, Konno F, Honda H, Oikawa T, Ishikawa M, Iwase N, Isomae K,
Ishii F, Hemmi H and Sato S. (2002): PPA250 [3-(2,4-difluorophenyl)-6-[2-[4-
(1H-imidazol-1-ylmethyl) phenoxy]ethoxy]-2-phenylpyridine], a novel orally
effective inhibitor of the dimerization of inducible nitric-oxide synthase, exhibits
an anti-inflammatory effect in animal models of chronic arthritis. J Pharmacol
Exp Ther 303:52-57.

Oldner  A,  Konrad  D,  Weitzberg  E,  Rudehill  A,  Rossi  P  and  Wanecek  M.
(2001): Effects of levosimendan, a novel inotropic calcium-sensitizing drug, in
experimental septic shock. Crit Care Med 29:2185-2193.



90

Oyanagui Y. (1994): Nitric oxide and superoxide radical are involved in both
initiation and development of adjuvant arthritis in rats. Life Sci 54:L285-L289

Pacher P, Beckman JS and Liaudet L. (2007): Nitric oxide and peroxynitrite
in health and disease. Physiol Rev 87:315-424.

Paige JS, Jaffrey SR. (2007): Pharmacologic manipulation of nitric oxide
signaling: targeting NOS dimerization and protein-protein interactions. Curr Top
Med Chem 7:97-114.

Palmer RM, Ferrige AG and Moncada S. (1987): Nitric oxide release
accounts for the biological activity of endothelium-derived relaxing factor.
Nature 327:524-526.

Paludan SR, Ellermann-Eriksen S, Lovmand J and Mogensen SC. (1999):
Interleukin-4-mediated inhibition of nitric oxide production in interferon-
gamma-treated and virus-infected macrophages. Scand J Immunol 49:169-176.

Pan J, Burgher KL, Szczepanik AM and Ringheim GE. (1996): Tyrosine
phosphorylation of inducible nitric oxide synthase: implications for potential
post-translational regulation. Biochem J 314:889-894.

Pance A, Chantome A, Reveneau S, Bentrari F and Jeannin JF. (2002): A
repressor in the proximal human inducible nitric oxide synthase promoter
modulates transcriptional activation. FASEB J 16:631-633.

Paraskevaidis IA, Parissis JT and Kremastinos DT. (2005): Anti-
inflammatory and anti-apoptotic effects of levosimendan in decompensated heart
failure: a novel mechanism of drug-induced improvement in contractile
performance  of  the  failing  heart.  Curr  Med  Chem  Cardiovasc  Hematol  Agents
3:243-247.

Parissis JT, Adamopoulos S, Antoniades C, Kostakis G, Rigas A,
Kyrzopoulos S, Iliodromitis E and Kremastinos D. (2004): Effects of
levosimendan on circulating pro-inflammatory cytokines and soluble apoptosis
mediators in patients with decompensated advanced heart failure. Am J Cardiol
93:1309-1312.

Paukkeri  EL,  Leppänen  T,  Sareila  O,  Vuolteenaho  K,  Kankaanranta  H  and
Moilanen E. (2007): PPARalpha agonists inhibit nitric oxide production by
enhancing iNOS degradation in LPS-treated macrophages. Br J Pharmacol

Pautz A, Linker K, Hubrich T, Korhonen R, Altenhofer S and Kleinert H.
(2006): The polypyrimidine tract-binding protein (PTB) is involved in the post-
transcriptional regulation of human inducible nitric oxide synthase expression. J
Biol Chem 281:32294-32302.



 91

Pellegrini S, Dusanter-Fourt I. (1997): The structure, regulation and function
of  the  Janus  kinases  (JAKs)  and  the  signal  transducers  and  activators  of
transcription (STATs). Eur J Biochem 248:615-633.

Pineda-Molina E, Klatt P, Vazquez J, Marina A, Garcia dL, Perez-Sala D and
Lamas S. (2001): Glutathionylation of the p50 subunit of NF-kappaB: a
mechanism for redox-induced inhibition of DNA binding. Biochemistry
40:14134-14142.

Platanias LC. (2005): Mechanisms of type-I- and type-II-interferon-mediated
signalling. Nat Rev Immunol 5:375-386.

Poltorak  A,  He  X,  Smirnova  I,  Liu  MY,  Van Huffel  C,  Du X,  Birdwell  D,
Alejos E, Silva M, Galanos C, Freudenberg M, Ricciardi-Castagnoli P, Layton B
and Beutler B. (1998): Defective LPS signaling in C3H/HeJ and C57BL/10ScCr
mice: mutations in Tlr4 gene. Science 282:2085-2088.

Powell BP, De Keulenaer BL. (2007): Levosimendan in septic shock: a case
series. Br J Anaesth 99:447-448.

Prado CM, Leick-Maldonado EA, Yano L, Leme AS, Capelozzi VL, Martins
MA and Tiberio IF. (2006): Effects of nitric oxide synthases in chronic allergic
airway inflammation and remodeling. Am J Respir Cell Mol Biol 35:457-465.

Ramaswamykanive H, Bihari D and Solano TR. (2007): Myocardial
depression associated with pneumococcal septic shock reversed by
levosimendan. Anaesth Intensive Care 35:409-413.

Rastaldo R, Pagliaro P, Cappello S, Penna C, Mancardi D, Westerhof N and
Losano G. (2007): Nitric oxide and cardiac function. Life Sci 81:779-793.

Ricciardolo FL, Sterk PJ, Gaston B and Folkerts G. (2004): Nitric oxide in
health and disease of the respiratory system. Physiol Rev 84:731-765.

Rodriguez-Pascual F, Hausding M, Ihrig-Biedert I, Furneaux H, Levy AP,
Förstermann U and Kleinert H. (2000): Complex contribution of the 3'-
untranslated region to the expressional regulation of the human inducible nitric-
oxide synthase gene. Involvement of the RNA-binding protein HuR. J Biol
Chem 275:26040-26049.

Rojas J, Paya M, Dominguez JN and Ferrandiz ML. (2003): ttCH, a selective
inhibitor of inducible nitric oxide synthase expression with antiarthritic
properties. Eur J Pharmacol 465:183-189.

Ruetten H, Thiemermann C. (1997): Effects of tyrphostins and genistein on
the  circulatory  failure  and  organ  dysfunction  caused  by  endotoxin  in  the  rat:  a
possible role for protein tyrosine kinase. Br J Pharmacol 122:59-70.



92

Ruetten H, Thiemermann C and Perretti M. (1999): Upregulation of ICAM-1
expression on J774.2 macrophages by endotoxin involves activation of NF-
kappaB but not protein tyrosine kinase: comparison to induction of iNOS.
Mediators Inflamm 8:77-84.

Rumi G, Tsubouchi R, Nishio H, Kato S, Mozsik G and Takeuchi K. (2004):
Dual role of endogenous nitric oxide in development of dextran sodium sulfate-
induced colitis in rats. J Physiol Pharmacol 55:823-836.

Ruotsalainen M, Koponen A, Nissinen E, Hyttilä M (2000) Efficacy of a new
anti-inflammatory compound, orazipone, in the models of airway eosinophilia in
rat and guinea pigs. [Abstract] Eur Respir J 16:(Suppl 31)560-.

Sakaguchi Y, Shirahase H, Ichikawa A, Kanda M, Nozaki Y and Uehara Y.
(2004): Effects of selective iNOS inhibition on type II collagen-induced arthritis
in mice. Life Sci 75:2257-2267.

Sakitani K, Nishizawa M, Inoue K, Masu Y, Okumura T and Ito S. (1998):
Synergistic regulation of inducible nitric oxide synthase gene by
CCAAT/enhancer-binding protein beta and nuclear factor-kappaB in
hepatocytes. Genes Cells 3:321-330.

Salonen T, Sareila O, Jalonen U, Kankaanranta H, Tuominen R and
Moilanen E. (2006): Inhibition of classical PKC isoenzymes downregulates
STAT1 activation and iNOS expression in LPS-treated murine J774
macrophages. Br J Pharmacol 147:790-799.

Samardzic T, Jankovic V, Stosic-Grujicic S and Trajkovic V. (2001): STAT1
is required for iNOS activation, but not IL-6 production in murine fibroblasts.
Cytokine 13:179-182.

Sanders SP. (1999): Nitric oxide in asthma. Pathogenic, therapeutic, or
diagnostic? Am J Respir Cell Mol Biol 21:147-149.

Sawada T, Falk LA, Rao P, Murphy WJ and Pluznik DH. (1997): IL-6
induction of protein-DNA complexes via a novel regulatory region of the
inducible nitric oxide synthase gene promoter: role of octamer binding proteins.
J Immunol 158:5267-5276.

Singh D, Richards D, Knowles RG, Schwartz S, Woodcock A, Langley S and
O'Connor BJ. (2007): Selective inducible nitric oxide synthase inhibition has no
effect on allergen challenge in asthma. Am J Respir Crit Care Med 176:988-993.

Song HY, Jeon ES, Jung JS and Kim JH. (2005): Oncostatin M induces
proliferation of human adipose tissue-derived mesenchymal stem cells. Int J
Biochem Cell Biol 37:2357-2365.



 93

Sorsa T, Pollesello P, Rosevear PR, Drakenberg T and Kilpelainen I. (2004):
Stereoselective binding of levosimendan to cardiac troponin C causes Ca2+-
sensitization. Eur J Pharmacol 486:1-8.

Srisook K, Cha YN. (2005): Super-induction of HO-1 in macrophages
stimulated with lipopolysaccharide by prior depletion of glutathione decreases
iNOS expression and NO production. Nitric Oxide 12:70-79.

Stempelj M, Kedinger M, Augenlicht L and Klampfer L. (2007): Essential
role of the JAK/STAT1 signaling pathway in the expression of inducible nitric-
oxide synthase in intestinal epithelial cells and its regulation by butyrate. J Biol
Chem 282:9797-9804.

Stuehr DJ, Marletta MA. (1985): Mammalian nitrate biosynthesis: mouse
macrophages produce nitrite and nitrate in response to Escherichia coli
lipopolysaccharide. Proc Natl Acad Sci U S A 82:7738-7742.

Sudbeck  EA,  Liu  XP,  Narla  RK,  Mahajan  S,  Ghosh  S,  Mao  C  and  Uckun
FM. (1999): Structure-based design of specific inhibitors of Janus kinase 3 as
apoptosis-inducing antileukemic agents. Clin Cancer Res 5:1569-1582.

Szilagyi S, Pollesello P, Levijoki J, Haikala H, Bak I, Tosaki A, Borbely A,
Edes I and Papp Z. (2005): Two inotropes with different mechanisms of action:
contractile, PDE-inhibitory and direct myofibrillar effects of levosimendan and
enoximone. J Cardiovasc Pharmacol 46:369-376.

Söderberg, M. (2005) Post-transcriptional regulation of the murine inducible
nitric oxide synthase gene. Doctoral dissertation. University of Uppsala, Sweden.

Söderberg M, Raffalli-Mathieu F and Lang MA. (2007): Identification of a
regulatory cis-element within the 3'-untranslated region of the murine inducible
nitric oxide synthase (iNOS) mRNA; interaction with heterogeneous nuclear
ribonucleoproteins I and L and role in the iNOS gene expression. Mol Immunol
44:434-442.

Tan SL, Parker PJ. (2003): Emerging and diverse roles of protein kinase C in
immune cell signalling. Biochem J 376:545-552.

Taniguchi T, Ogasawara K, Takaoka A and Tanaka N. (2001): IRF family of
transcription factors as regulators of host defense. Annu Rev Immunol 19:623-
655.

Taylor  BS,  de  Vera  ME,  Ganster  RW,  Wang  Q,  Shapiro  RA,  Morris  SMJ,
Billiar TR and Geller DA. (1998): Multiple NF-kappaB enhancer elements
regulate cytokine induction of the human inducible nitric oxide synthase gene. J
Biol Chem 273:15148-15156.



94

Tibbles  HE,  Vassilev  A,  Wendorf  H,  Schonhoff  D,  Zhu  D,  Lorenz  D,
Waurzyniak B, Liu XP and Uckun FM. (2001): Role of a JAK3-dependent
biochemical signaling pathway in platelet activation and aggregation. J Biol
Chem 276:17815-17822.

Tinker AC, Wallace AV. (2006): Selective inhibitors of inducible nitric oxide
synthase: potential agents for the treatment of inflammatory diseases? Curr Top
Med Chem 6:77-92.

Trikas A, Antoniades C, Latsios G, Vasiliadou K, Karamitros I, Tousoulis D,
Tentolouris C and Stefanadis C. (2006): Long-term effects of levosimendan
infusion on inflammatory processes and sFas in patients with severe heart
failure. Eur J Heart Fail 8:804-809.

Ungureanu-Longrois D, Balligand JL, Kelly RA and Smith TW. (1995):
Myocardial contractile dysfunction in the systemic inflammatory response
syndrome: role of a cytokine-inducible nitric oxide synthase in cardiac myocytes.
J Mol Cell Cardiol 27:155-167.

Uto T, Fujii M and Hou DX. (2005): 6-(Methylsulfinyl)hexyl isothiocyanate
suppresses inducible nitric oxide synthase expression through the inhibition of
Janus kinase 2-mediated JNK pathway in lipopolysaccharide-activated murine
macrophages. Biochem Pharmacol 70:1211-1221.

Veihelmann  A,  Hofbauer  A,  Krombach  F,  Dorger  M,  Maier  M,  Refior  HJ
and Messmer K. (2002): Differential function of nitric oxide in murine antigen-
induced arthritis. Rheumatology (Oxford ) 41:509-517.

Vendelin  J,  Laitinen  C,  Vainio  PJ,  Nissinen  E,  Mäki  T  and  Eklund  KK.
(2005): Novel sulfhydryl-reactive compounds orazipone and OR-1958 inhibit
cytokine production and histamine release in rat and human mast cells. Int
Immunopharmacol 5:177-184.

Vuolteenaho  K,  Moilanen  T,  Al-Saffar  N,  Knowles  RG  and  Moilanen  E.
(2001): Regulation of the nitric oxide production resulting from the
glucocorticoid-insensitive expression of iNOS in human osteoarthritic cartilage.
Osteoarthritis Cartilage 9:597-605.

Vuolteenaho K, Moilanen T, Jalonen U, Lahti A, Nieminen R, van
Beuningen HM, van der Kraan PM and Moilanen E. (2005): TGFbeta inhibits
IL-1 -induced iNOS expression and NO production in immortalized
chondrocytes. Inflamm Res 54:420-427.

Vuolteenaho K, Moilanen T, Knowles RG and Moilanen E. (2007): The role
of nitric oxide in osteoarthritis. Scand J Rheumatol 36:247-258.

Walker G, Pfeilschifter J and Kunz D. (1997): Mechanisms of suppression of
inducible nitric-oxide synthase (iNOS) expression in interferon (IFN)-gamma-



 95

stimulated RAW 264.7 cells by dexamethasone. Evidence for glucocorticoid-
induced degradation of iNOS protein by calpain as a key step in post-
transcriptional regulation. J Biol Chem 272:16679-16687.

Wang LH, Kirken RA, Erwin RA, Yu CR and Farrar WL. (1999): JAK3,
STAT, and MAPK signaling pathways as novel molecular targets for the
tyrphostin AG-490 regulation of IL-2-mediated T cell response. J Immunol
162:3897-3904.

Warke VG, Nambiar MP, Krishnan S, Tenbrock K, Geller DA, Koritschoner
NP, Atkins JL, Farber DL and Tsokos GC. (2003): Transcriptional activation of
the human inducible nitric-oxide synthase promoter by Kruppel-like factor 6. J
Biol Chem 278:14812-14819.

Wei XQ, Charles IG, Smith A, Ure J, Feng GJ, Huang FP, Xu D, Muller W,
Moncada S and Liew FY. (1995): Altered immune responses in mice lacking
inducible nitric oxide synthase. Nature 375:408-411.

Wikberg T, Korkolainen T and Karlsson M. (1996): Enantiomeric
bioanalysis of simendan and levosimendan by chiral high-performance liquid
chromatography. Chirality 8:511-517.

Wort SJ, Mitchell JA and Evans TW. (2001): Inducible nitric oxide synthase:
a tissue-specific affair? Am J Physiol Lung Cell Mol Physiol 280:L387-L389

Wrobleski T, Graul A and Castaner J. (1998): Orazipone. Drugs Fut 23:28-
31.

Xie Q, Nathan C. (1994): The high-output nitric oxide pathway: role and
regulation. J Leukoc Biol 56:576-582.

Xie QW, Cho HJ, Calaycay J, Mumford RA, Swiderek KM, Lee TD, Ding A,
Troso T and Nathan C. (1992): Cloning and characterization of inducible nitric
oxide synthase from mouse macrophages. Science 256:225-228.

Xie QW, Whisnant R and Nathan C. (1993): Promoter of the mouse gene
encoding calcium-independent nitric oxide synthase confers inducibility by
interferon gamma and bacterial lipopolysaccharide. J Exp Med 177:1779-1784.

Xie QW, Kashiwabara Y and Nathan C. (1994): Role of transcription factor
NF-kappa B/Rel in induction of nitric oxide synthase. J Biol Chem 269:4705-
4708.

Yang Y, Liu X, Long Y, Wang F, Ding JH, Liu SY, Sun YH, Yao HH, Wang
H, Wu J and Hu G. (2006): Activation of mitochondrial ATP-sensitive potassium
channels improves rotenone-related motor and neurochemical alterations in rats.
Int J Neuropsychopharmacol 9:51-61.



96

Yokoshiki H, Katsube Y, Sunagawa M and Sperelakis N. (1997): The novel
calcium sensitizer levosimendan activates the ATP-sensitive K+ channel in rat
ventricular cells. J Pharmacol Exp Ther 283:375-383.

Yonekura Y, Koshiishi I, Yamada K, Mori A, Uchida S, Nakamura T and
Utsumi H. (2003): Association between the expression of inducible nitric oxide
synthase by chondrocytes and its nitric oxide-generating activity in adjuvant
arthritis in rats. Nitric Oxide 8:164-169.

Yu Z, Kone BC. (2004): The STAT3 DNA-binding domain mediates
interaction with NF-kappaB p65 and iuducible nitric oxide synthase
transrepression in mesangial cells. J Am Soc Nephrol 15:585-591.

Yu Z, Zhang W and Kone BC. (2002): Signal transducers and activators of
transcription 3 (STAT3) inhibits transcription of the inducible nitric oxide
synthase gene by interacting with nuclear factor kappaB. Biochem J 367:97-105.

Zamora R, Vodovotz Y and Billiar TR. (2000): Inducible nitric oxide
synthase and inflammatory diseases. Mol Med 6:347-373.

Zhang W, Kuncewicz T, Yu ZY, Zou L, Xu X and Kone BC. (2003):
Protein-protein interactions involving inducible nitric oxide synthase. Acta
Physiol Scand 179:137-142.



 97

Original communications

The author acknowledges permissions from the following copyright owners or

publishers to reprint the original communications:

I Hindawi Publishing Corporation

New York, USA

II International Immunopharmacology

Elsevier Ltd., Amsterdam, The Netherlands

III The American Society for Pharmacology and Experimental

Therapeutics

Bethesda, USA



Hindawi Publishing Corporation
Mediators of Inflammation
Volume 2006, Article ID 16161, Pages 1–7
DOI 10.1155/MI/2006/16161

Research Communication
JAK Inhibitors AG-490 and WHI-P154 Decrease IFN-γ-Induced
iNOS Expression and NO Production in Macrophages

Outi Sareila, Riku Korhonen, Outi Kärpänniemi, Riina Nieminen, Hannu Kankaanranta, and
Eeva Moilanen

The Immunopharmacology Research Group, Medical School, University of Tampere and Research Unit,
Tampere University Hospital, 33014 Tampere, Finland

Received 10 January 2006; Accepted 28 January 2006

In inflammation, inducible nitric oxide synthase (iNOS) produces nitric oxide (NO), which modulates inflammatory processes.
We investigated the effects of Janus kinase (JAK) inhibitors, AG-490 and WHI-P154, on iNOS expression and NO production in
J774 murine macrophages stimulated with interferon-γ (IFN-γ). JAK inhibitors AG-490 and WHI-P154 decreased IFN-γ-induced
nuclear levels of signal transducer and activator of transcription 1α (STAT1α). JAK inhibitors AG-490 and WHI-P154 decreased
also iNOS protein and mRNA expression and NO production in a concentration-dependent manner. Neither of the JAK inhibitors
affected the decay of iNOS mRNA when determined by actinomycin D assay. Our results suggest that the inhibition of JAK-
STAT1-pathway by AG-490 or WHI-P154 leads to the attenuation of iNOS expression and NO production in IFN-γ-stimulated
macrophages.
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INTRODUCTION

Nitric oxide (NO) is a small gaseous signalling molecule that
is synthesized from amino acid L-arginine in a reaction cat-
alyzed by nitric oxide synthase (NOS). In mammalian cells,
there are three isoforms of the enzyme: neuronal nNOS and
endothelial eNOS are constitutively expressed and the third
isoform, iNOS, is induced in response to proinflammatory
cytokines and bacterial products in inflammatory and tis-
sue cells [4, 8, 13]. Once iNOS is expressed, it produces
high amounts of NO for prolonged periods. NO produc-
tion through iNOS pathway is regulated mainly at the level
of iNOS expression [8, 10]. In inflammation, NO modulates
immune responses and inflammatory process [10, 16], and is
associated with the pathophysiology of various inflammatory
diseases such as asthma [18] and arthritis [23]. Compounds
that inhibit iNOS expression or iNOS activity have a promise
as antiinflammatory drugs based on their effects in various
forms of experimentally-induced inflammation [22].

One of the central cytokines involved in the induction
of iNOS expression and NO production in macrophages is
interferon-γ (IFN-γ). IFN-γ regulates iNOS expression at
transcriptional and post-transcriptional level [8, 10]. One
of the intracellular signal transduction pathways that are

activated by IFN-γ is Janus kinase (JAK)—signal trans-
ducer and activator of transcription (STAT) -pathway [17].
In the present study, we investigated the effects of two
JAK inhibitors, AG-490 and WHI-P154, on the IFN-γ-
induced iNOS expression and NO production in cultured
macrophages. Both compounds inhibited iNOS expression
and NO production in IFN-γ-treated macrophages along
with their inhibitory effect on activation of STAT1.

MATERIALS AND METHODS

Materials

JAK inhibitors AG-490 (tyrphostin B42) and WHI-P154
(Calbiochem, La Jolla, Calif, USA), rabbit polyclonal mouse
iNOS and STAT1α p91 antibodies and goat anti-rabbit HRP-
conjugated polyclonal antibody (Santa Cruz Biotechnology,
Santa Cruz, Calif, USA), rabbit polyclonal phospho-STAT1
(Tyr701) antibody (Cell Signaling Technology Inc, Beverly,
Mass, USA) and recombinant mouse γ-interferon (R&D sys-
tems, Minneapolis, Minn, USA) were obtained as indicated.
All other reagents were from Sigma Chemical Co (St Louis,
Mo, USA).
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Cell culture

J774 macrophages (ATCC, Manassas, Virginia, USA) were
cultured at 37◦C in 5% CO2 atmosphere in Dulbecco’s
modified Eagle’s medium with Glutamax-I (Cambrex Bio-
Science, Verviers, Belgium) containing 10% heat-inactivated
fetal bovine serum (Cambrex BioScience), 100 U/mL peni-
cillin, 100 μg/mL streptomycin, and 250 ng/mL amphotericin
B (all from Gibco, Paisley, UK). Cells were seeded on 24-
well plates for nitrite measurement and RT-PCR, on 6-well
plates for Western blot and on 10 cm dishes for nuclear ex-
tract preparation, and were grown for 72 h to confluence be-
fore the commencement of the experiments.

Toxicity of the tested compounds was ruled out by mea-
suring cell viability using Cell Proliferation Kit II (XTT)
(Roche Diagnostics GmbH, Mannheim, Germany) accord-
ing to the manufacturer’s instructions.

Preparation of cell lysates

At indicated time points, cells were rapidly washed with
ice-cold phosphate-buffered saline (PBS) containing 2 mM
sodiumorthovanadate. For pSTAT1 Western blot, the cells
were solubilized in cold lysis buffer (1% NP-40, 150 mM
NaCl, 50 mM Tris pH 7.5, 1 mM EDTA, 1 mM phenylmethyl-
sulfonylfluoride, 2 mM sodiumorthovanadate, 80 μM leu-
peptin, 1 μg/mL aprotinin, 1 mM NaF, 1 μg/mL pepstatin,
2 mM sodiumpyrophosphate, 0.25% sodiumdeoxycholate
and 10 μM N-octyl-β-D-glucopyranoside). After incubation
for 15 min on ice, lysates were centrifuged (13 500 g, 5 min).
The protein content of the supernatants was measured by the
Coomassie blue method.

For iNOS Western blot, the cells were resuspended in
lysis buffer containing 1% Triton X, 50 mM NaCl, 10 mM
Tris-base pH 7.4, 5 mM EDTA, 0.5 mM phenylmethyl-
sulfonylfluoride, 1 mM sodiumorthovanadate, 40 μM leu-
peptin, 50 μg/mL aprotinin, 5 mM NaF, 2 mM sodiumpy-
rophosphate, 10 μM N-octyl-β-D-glucopyranoside. Other-
wise the lysis was performed as described above.

Preparation of nuclear extracts

At indicated time points, the cells were rapidly washed
with ice-cold PBS and solubilized in hypotonic buffer A
(10 mM HEPES-KOH pH 7.9, 1.5 mM MgCl2, 10 mM KCl,
0.5 mM dithiotreitol, 0.2 mM phenylmethylsulfonylfluoride,
10 μg/mL leupeptin, 25 μg/mL aprotinin, 0.1 mM EGTA,
1 mM sodiumorthovanadate, 1 mM NaF). After incubation
for 10 min on ice, the cells were vortexed for 30 s and the
nuclei separated by centrifugation at 4◦C, 21 000 g for 10 s.
The pellet was resuspended in buffer C (20 mM HEPES-
KOH pH 7.9, 420 mM NaCl, 25% glycerol, 1.5 mM MgCl2,
0.2 mM EDTA, 0.5 mM dithiotreitol, 0.2 mM phenylmethyl-
sulfonylfluoride, 10 μg/mL leupeptin, 25 μg/mL aprotinin,
0.1 mM EGTA, 1 mM sodiumorthovanadate, 1 mM NaF)
and incubated on ice for 20 min. Nuclei were vortexed for
30 s and nuclear extracts were obtained by centrifugation at
4◦C, 21 000 g for 2 min. The protein content of the super-

natant was measured by the Coomassie blue method. The
samples were boiled in SDS sample buffer and stored at
−20◦C.

Western blotting

Protein (20 μg of lysates or nuclear extracts) was loaded on
8% SDS-polyacrylamide electrophoresis gel and was elec-
trophoresed for 2 h at 120 V in buffer containing 25 mM Tris
base, 250 mM glycine and 0.1% SDS. After electrophoresis,
the proteins were electrically transferred to Hybond ECLTM

nitrocellulose membrane (Amersham Biosciences UK, Ltd.,
Little Chalfont, Buckinghamshire, UK) in buffer containing
25 mM Tris, 192 mM glycine, 20% methanol, and 0.005%
SDS. After transfer, the membrane was blocked in TBST
(20 mM Tris base pH 7.6, 150 mM NaCl, 0.1% Tween-20)
containing 5% skimmed milk for 1 h at room temperature.
The membrane was incubated with anti-STAT1α or anti-
iNOS in the blocking solution for 1 h at room tempera-
ture or with anti-pSTAT1 in TBST containing 5% bovine
serum albumin at 4◦C overnight. Thereafter the membrane
was washed three times with TBST for 5 min, incubated
with secondary antibody in the blocking solution for 50 min
at room temperature, and washed three times with TBST
for 5 min. Bound antibody was detected using Super Sig-
nal West Pico or Dura chemiluminescent substrate (Pierce,
Rockford, Ill, USA) and FluorChemTM 8800 imaging sys-
tem (Alpha Innotech Corporation, San Leandro, Calif, USA).
The quantitation of the chemiluminescent signal was car-
ried out with the use of FluorChemTM software version
3.1.

RNA extractions and quantitative PCR

Cell homogenization, RNA extraction, reverse transcription,
and quantitative PCR were performed as described in [11].
Mouse iNOS and glyceraldehyde-3-phosphate dehydroge-
nase (GAPDH) primers and probes [6-FAM (6-carboxy-
fluorescein) as 5′-reporter dye and TAMRA (6-carboxy-
tetramethyl-rhodamine) as 3′-quencher] were designed us-
ing Express Software (Applied Biosystems, Foster City, Calif,
USA) and were 5′-CCTGGTACGGGCATTGCT-3′ (mi-
NOS forward), 5′-GCTCATGCGGCCTCCTT-3′ (miNOS
reverse), 5′-CAGCAGCGGCTCCATGACTCCC-3′ (miNOS
probe), 5′-GCATGGCCTTCCGTGTTC-3′ (GAPDH for-
ward), 5′-GATGTCATCATACTTGGCAGGTTT-3′ (GAPDH
reverse), and 5′-TCGTGGATCTGACGTGCCGCC-3′ (the
GAPDH probe). The primers were used at 300 nM and the
probes at 150 nM concentrations. All primers and probes
were purchased from Metabion Planegg-Martinsried, Ger-
many. Thermal cycling conditions were: incubation at 50◦C
for 2 min, 95◦C for 10 min, thereafter 40 cycles of denatu-
ration at 92◦C for 15 s, and annealing/extension at 60◦C for
1 min. The relative mRNA levels were quantified and com-
pared using the relative standard curve method as described
in Applied Biosystems User Bulletin #2. Each sample was de-
termined in duplicate.
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Figure 1: (a) Time-dependent activation (Tyr701 phosphorylation)
of signal transducer and activator of transcription 1 (STAT1) by
interferon-γ (IFN-γ) in J774 macrophages. Cells were treated with
IFN-γ (5 ng/mL) for different times as indicated. Proteins were ex-
tracted with modified RIPA-buffer, and the protein contents were
measured. Equal amounts of lysates (20 μg protein) were subjected
to immunoblot analysis with antibody specific for STAT1 phospho-
rylated at the tyrosine residue 701. Similar results were obtained
in three independent experiments. (b) Time-dependent nuclear
translocation of STAT1α in IFN-γ-stimulated J774 macrophages.
Cells were treated with IFN-γ (5 ng/mL) for different times as in-
dicated. The nuclear proteins were extracted as described in mate-
rials and methods. The protein content of the samples was mea-
sured, and equal amounts of proteins (20 μg) were subjected to im-
munoblot analysis with antibody against STAT1α. Similar results
were obtained in two independent experiments.

Nitrite assays

After 24 h incubation, the culture medium was collected for
the nitrite measurement, which was used as a measure of NO
production. Culture medium (100 μL) was incubated with
100 μL of Griess reagent (0.1% napthalethylenediamine di-
hydrochloride, 1% sulfanilamine, 2.4% H3PO4) and the ab-
sorbance was measured at 540 nm. The concentration of ni-
trite was calculated with sodium nitrite as a standard [5].

Statistics

Results are expressed as mean ± standard error of mean
(SEM). When indicated, statistical analysis was carried out
by analysis of variances supported by Dunnett adjusted sig-
nificance levels. Differences were considered significant at
P < .05.

RESULTS

Activation of STAT1 by IFN-γ

Activation of the JAK-STAT signalling pathway in J774
mouse macrophages was studied by measuring STAT1
phosphorylation and nuclear translocation of STAT1α af-
ter IFN-γ-treatment. In cells treated with IFN-γ, tyrosine
(Tyr701) phosphorylation of STAT1 was detected 15 min af-
ter addition of IFN-γ and it was further enhanced up to 60
minutes (Figure 1(a)). Phosphorylated STATs dimerize and

diffuse into the nucleus to initiate transcription [6]. There-
fore we investigated the nuclear translocation of STAT1α
in IFN-γ-stimulated J774 macrophages. The presence of
STAT1α in nuclear extracts was measured by Western blot.
The level of STAT1α in the nucleus increased in a time-
dependent manner after addition of IFN-γ into the culture.
In nuclei, low levels of STAT1α were detected already 5 min
after exposure to IFN-γ and it was increased up to 30 minutes
(Figure 1(b)).

Effects of JAK inhibitors AG-490 and WHI-P154 on
STAT1 activation

The action of JAK inhibitors AG-490 and WHI-P154 on
STAT1 activation was studied by measuring their effects on
nuclear translocation of STAT1α in IFN-γ-stimulated cells.
Both AG-490 and WHI-P154 decreased the nuclear translo-
cation of STAT1α in a concentration-dependent manner
(Figure 2). WHI-P154 was somewhat more potent than AG-
490, and at 10 μM drug concentration, WHI-P154 decreased
the IFN-γ-induced nuclear translocation of STAT1α by ap-
proximately 50% when measured after 30 min incubation
with IFN-γ.

Effects of JAK inhibitors AG-490 and WHI-P154 on
NO production in J774 macrophages

To investigate the effects of JAK inhibitors on NO produc-
tion in J774 macrophages, the cells were treated with IFN-γ
in the absence or in the presence of increasing concentra-
tions (3, 10, and 30 μM) of JAK inhibitors AG-490 and WHI-
P154, and NO production was detected as nitrite accumula-
tion in the culture medium. IFN-γ induced NO production
in J774 macrophages and it was inhibited in a concentration-
dependent manner by AG-490 and WHI-P154 (Figure 3).
WHI-P154 was somewhat more potent inhibitor of NO pro-
duction than AG-490. Cytotoxicity as a contributing factor
was ruled out by XTT test. When the compounds were added
to cells 6 h after IFN-γ stimulation, no effect on NO produc-
tion was seen. This suggests that the compounds do not in-
hibit iNOS activity but rather suppress iNOS expression.

Effects of JAK inhibitors AG-490 and WHI-P154 on
iNOS protein expression

The effects of JAK inhibitors, AG-490 and WHI-P154,
on iNOS protein expression were investigated by Western
blot analysis. IFN-γ induced iNOS protein expression in
J774 macrophages, and it was reduced in a concentration-
dependent manner by AG-490 or WHI-P154 (Figure 4).

Effects of JAK inhibitors AG-490 and WHI-P154 on
iNOS mRNA expression and decay

The effects of JAK inhibitors, AG-490 and WHI-P154, on
iNOS mRNA expression in IFN-γ treated cells were mea-
sured by quantitative PCR. Both AG-490 (10 μM) and
WHI-P154 (10 μM) reduced iNOS mRNA levels by 60%
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Figure 2: Effects of AG-490 and WHI-P154 on nuclear translocation of STAT1α in IFN-γ-stimulated J774 macrophages. The cells were
pretreated with (a) AG-490 or (b) WHI-P154 for 30 minutes. Thereafter, the medium was replaced with fresh medium containing the
combination of the inhibitor and IFN-γ (5 ng/mL). The cells were incubated for another 30 minutes, and the nuclear proteins were extracted
as described in materials and methods. The protein content of the samples was measured and equal amounts (20 μg) were subjected to
immunoblot analysis with antibody against STAT1α. The results are expressed as mean ± SEM (n = 2–3 for AG-490 and n = 4 for WHI-
P154).
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Figure 3: Effects of (a) AG-490 and (b) WHI-P154 on IFN-γ-induced nitric oxide (NO) generation in J774 macrophages. After 24-hour
incubation with IFN-γ (5 ng/mL), the supernatants were collected and nitrite was measured in the culture medium as an indicator of NO
production by Griess reaction. The values are mean ± SEM (n = 6), ∗P < .05, and ∗∗P < .01 when compared to cells treated with IFN-γ
alone.
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Figure 4: Effects of (a) AG-490 and (b) WHI-P154 on iNOS protein expression in J774 macrophages. Cells were incubated with IFN-γ
(5 ng/mL) in the presence or in the absence of the tested compound for 24 hours. Cells were lysed and the protein content of the lysates was
measured, and equal amounts of proteins (20 μg) were subjected to immunoblot analysis with an antibody against iNOS. The results are
shown as mean ± SEM (n = 6 for AG-490 and n = 4 for WHI-P154), ∗∗P < .01 when compared to cells treated with IFN-γ alone.

when measured after 4 h incubation (Figure 5(a)). To study
whether the JAK inhibitors affect the rate of iNOS mRNA
degradation, actinomycin D assay was applied. An inhibitor
of transcription, actinomycin D (0.1 μg/mL), was added into
the culture after 6 h incubation with IFN-γ or a combina-
tion of IFN-γ and the drugs tested. Cells were harvested at
time points 0, 1, 2, 3, 4, and 6 h after the addition of actino-
mycin D. Neither AG-490 nor WHI-P154 affected the decay
of iNOS mRNA (Figure ). The results suggest that AG-490
and WHI-P154 suppress iNOS expression at the level of tran-
scription rather than at the level of regulation of the stability
of iNOS mRNA.

DISCUSSION

In the present study, we tested the effects of two JAK in-
hibitors, AG-490 and WHI-P154, on the activation of JAK-
STAT1-signalling pathway, iNOS expression, and NO pro-
duction in IFN-γ-treated macrophages. JAK inhibitors AG-
490 and WHI-P154 decreased IFN-γ-induced iNOS expres-
sion and NO production along with inhibition of STAT1 acti-
vation. To our knowledge, down-regulation of iNOS expres-
sion and NO production by JAK inhibitor WHI-P154 has not
been reported previously. The inhibitors did not affect the
decay of iNOS mRNA.

Typically, cytokine stimulation involves the ligation of
two different receptor subunits, and this results in the for-
mation of JAK heterodimers and their subsequent autophos-
phorylation. IFN-γ signalling preferentially leads to activa-
tion of STAT1 [6], which is phosphorylated on Tyr701 by JAK
[12]. Phosphorylation of STAT1 induces STAT1 dimeriza-
tion, nuclear translocation, and initiation of transcription of

gamma activated site (GAS) -driven genes [7]. In our study,
we followed STAT1 activation by detecting STAT1 (Tyr701)
phosphorylation and by probing nuclear lysates for STAT1α
at different time points after IFN-γ activation. The results
show that STAT1 was activated in 15 minutes after IFN-γ-
stimulation in J774 cells. Similar results have been reported
recently when whole cell and nuclear lysates of J774 cells were
immunoblotted for phosphorylated STAT1 [3].

STAT1 has been reported to act as a key transcription fac-
tor in IFN-γ-dependent mouse iNOS expression [1], whereas
NF-κB, another important transcription factor in the induc-
tion of iNOS, is merely involved in lipopolysaccharide (LPS)-
induced iNOS expression and has a minor role following
IFN-γ stimulation [1, 24]. An IFN-γ-activated site (GAS) is
necessary for full expression of iNOS in response to IFN-
γ and LPS [2, 15]. In addition, macrophages derived from
STAT1-deficient mice displayed severely impaired NO pro-
duction in response to a combination of IFN-γ and LPS [15].

In the present study, stimulation of J774 macrophages by
IFN-γ led to the phosphorylation and nuclear translocation
of STAT1, which was inhibited by AG-490 and WHI-P154.
On molar basis, WHI-P154 was somewhat more potent in-
hibitor than AG-490. Similarly to our results, AG-490 has
previously been shown to prevent JAK2 phosphorylation and
to decrease STAT1 phosphorylation in J774 cells [1] and to
decrease activation of STAT1 pathway in B-cell chronic lym-
phocytic leukemia (B-CLL) cells [14]. WHI-P154 was de-
signed to specifically inhibit JAK3, and it has been shown
to inhibit IL-2-triggered JAK3-dependent STAT activation in
32Dc11-IL-2Rβ-cells [20]. WHI-P131 (another WHI-P154-
related JAK inhibitor) has been shown to inhibit STAT1 acti-
vation in B-CLL cells, in platelets, and in mesenchymal stem
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Figure 5: Effects of JAK inhibitors, AG-490 and WHI-P154, on IFN-γ-induced iNOS mRNA expression and degradation in J774
macrophages. (a) Cells were incubated with IFN-γ (5 ng/mL) in the absence or in the presence of AG-490 and WHI-P154 (10 μM). The
cells were disrupted after 4-hour incubation and total RNA was collected. Isolated RNA was converted to cDNA. iNOS and GAPDH mRNAs
were measured by quantitative PCR, and iNOS mRNA levels were normalized against GAPDH mRNA. The results are expressed as mean
± SEM, n = 3. ∗∗P < .01 when compared to cells treated with IFN-γ alone. (b) Cells were incubated as in (a) except that actinomycin D
(actD) (0.1 μg/mL) was added after 6-hour incubation to stop transcription. Incubations were terminated at the indicated time points after
addition of actD into the culture medium. Total RNA was isolated and converted to cDNA. iNOS and GAPDH mRNA were measured by
quantitative PCR. iNOS mRNA levels were normalized against GAPDH mRNA. The results are expressed as mean ± SEM, n = 3.

cells [14, 19, 21]. Here we extend the earlier data by show-
ing that WHI-P154 inhibits STAT1 activation also in IFN-γ-
treated macrophages.

In the present study, IFN-γ induced iNOS expression and
NO production in J774 macrophages, and it was inhibited by
JAK inhibitors, AG-490 and WHI-P154, in a dose-dependent
manner along with their inhibitory action on STAT1 acti-
vation. When the drugs were added to the culture 6 h after
IFN-γ, no effect on NO production was detected suggest-
ing that the compounds do not inhibit iNOS activity. The
results confirm the earlier studies showing that AG-490 in-
hibits IFN-γ-induced iNOS expression in macrophages [1].
To our knowledge, down-regulation of iNOS expression and
NO production by JAK inhibitor WHI-P154 has not been re-
ported previously.

The regulation of iNOS expression is controlled at the
level of mRNA stability in addition to the transcriptional reg-
ulation [8, 10]. In murine macrophages, dexamethasone, and
SP600125, an inhibitor of c-Jun N-terminal kinase (JNK),
reduced LPS-induced iNOS expression by destabilizing the
mRNA [9, 11]. In contrast, IFN-γ has been shown to re-
tard iNOS mRNA degradation when compared to iNOS
mRNA induced by LPS alone [9]. In the present study, the ef-
fects of AG-490 and WHI-P154 on iNOS mRNA decay were
tested by actinomycin D assay. JAK inhibitors, AG-490 and

WHI-P154 did not affect the rate of degradation of iNOS
mRNA in cells treated with IFN-γ. This suggests that AG-490
and WHI-P154 inhibit iNOS expression at transcriptional
level and they do not regulate mechanisms involved in the
iNOS mRNA stabilization.

In conclusion, we have shown that JAK inhibitors,
AG-490 and WHI-P154 down-regulate STAT1 activa-
tion, iNOS expression, and NO production in IFN-γ-
treated macrophages. A better understanding of the mech-
anisms regulating iNOS expression and NO produc-
tion in inflammation could facilitate the development of
novel anti-inflammatory drugs acting through iNOS path-
way.

ABBREVIATIONS

AG-490, α-cyano-(3,4-dihydroxy)-N-benzylcinnamide; B-
CLL, B-cell chronic lymphocytic leukemia; GAPDH,
glyceraldehyde-3-phosphate dehydrogenase; GAS, gamma
activated site; IFN, interferon; IL, interleukin; iNOS, in-
ducible nitric oxide synthase; JAK, Janus kinase; JNK, c-Jun
N-terminal kinase; LPS, lipopolysaccharide; NO, nitric
oxide; STAT, signal transducer and activator of transcription;
WHI-P154, 4-(3′-bromo-4′-hydroxylphenyl)-amino-6,7-di-
methoxyquinazoline.
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Abstract

Bacterial endotoxin is a potent inducer of inflammatory response, including the induction of
inducible nitric oxide synthase (iNOS) expression and nitric oxide (NO) production, and the
expression of cyclo-oxygenase (COX)-2 and tumor necrosis factor (TNF)-α in inflammatory cells.
In the present study, we investigated the effects of pharmacological inhibition of Janus kinase
(JAK) 3 on the production of these proinflammatory molecules in macrophages exposed to
bacterial endotoxin (lipopolysaccharide; LPS). JAK3 inhibitors WHI-P154 (4-(3'-bromo-4'-
hydroxylphenyl)-amino-6,7-dimethoxyquinazoline) and its derivative WHI-P131 inhibited LPS-
induced iNOS expression and NO production in a dose-dependent manner. WHI-P154 inhibited the
activation of signal transducer and activator of transcription (STAT) 1 and the expression of iNOS
mRNA but it had no effect on iNOS mRNA decay when determined by actinomycin D assay. The
JAK3 inhibitor had no effect on COX-2 expression, and TNF-α production was slightly inhibited
only at higher drug concentrations (30 μM). In addition, WHI-P154 inhibited iNOS expression and
NO production also in human epithelial cells. Our results suggest that JAK3 inhibition modulates
human and murine iNOS expression and NO production in response to inflammatory stimuli.
© 2007 Elsevier B.V. All rights reserved.
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Figure 1 Effects of JAK inhibitors WHI-P154 (A), WHI-P131 (B)
and AG-490 (C) on lipopolysaccharide (LPS)-induced nitric oxide
(NO) production in J774 macrophages. After 24 h incubation with
indicated combinations of LPS (10 ng/ml) and the inhibitor, the
supernatants were collected and nitrite was measured in the
culture medium as an indicator of NO production by Griess
reaction. The values are mean±SEM, n=6. ⁎Pb0.05 and
⁎⁎Pb0.01 when compared to cells treated with LPS alone.
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1. Introduction

Lipopolysaccharide (LPS), a bacterial endotoxin, is a potent
activator of innate immune response. It induces the
activation of nuclear factor κB (NF-κB) through Toll-like
receptor 4 (TLR4) leading to the expression of several
inflammatory factors [1]. NF-κB is an important transcription
factor in the expressional regulation of inducible nitric oxide
synthase (iNOS) in macrophages. Another signaling pathway
involved in the regulation of iNOS expression is Janus kinase
(JAK) — signal transducer and activator of transcription
(STAT) pathway [2]. Inhibitors of JAK2 have been shown to
inhibit LPS-induced iNOS expression [3,4], whereas less is
known about the effects of the inhibitors of other members
of the JAK family.

Nitric oxide (NO) production in response to LPS is
mediated by enzyme iNOS. NO production through iNOS
pathway is mainly regulated at the level of iNOS expression.
Once expressed, iNOS synthesizes large amounts of NO,
which has both regulatory and detrimental effects [5–7].
Elevated NO levels are involved in the pathogenesis of
inflammatory diseases such as asthma and arthritis in
addition to their involvement in septic shock. Compounds
that inhibit iNOS expression or iNOS activity have anti-
inflammatory effects [8]. Other inflammatory factors
induced by LPS include cyclo-oxygenase (COX)-2 and tumor
necrosis factor (TNF)-α. Prostaglandins (PGs) are of central
importance in the regulation of inflammation. They are
synthesized from arachidonic acid by prostaglandin
synthases or COX-enzymes [9,10]. The inducible isoform
COX-2 is expressed in response to bacterial endotoxin and
proinflammatory cytokines, and it is responsible for exces-
sive PG production and subsequent inflammatory symptoms
like swelling and pain [9,11]. TNF-α is a proinflammatory
cytokine that is produced by macrophages in response to
bacterial endotoxin [12,13]. Its role in the inflammatory
diseases, such as rheumatoid arthritis, has been established
[14].

We have recently found, that JAK inhibitors decreased
iNOS expression and NO production in murine macrophages
stimulated by interferon γ (IFN-γ) which preferably acti-
vated the cells via JAK-STAT pathway [15]. In the present
study, we further studied the effects of pharmacological
inhibition of JAK3 in the inflammatory cellular responses by
investigating the effects of JAK3 inhibitor WHI-P154 (4-(3'-
bromo-4'-hydroxylphenyl)-amino-6,7-dimethoxyquinazoline)
on the expression of pro-inflammatory enzymes iNOS and
COX-2, and on TNF-α production in macrophages exposed to
bacterial endotoxin.

2. Materials and methods

2.1. Materials

JAK inhibitors WHI-P154, WHI-P131 and AG-490 (tyrphostin B42)
(Merck Chemicals Ltd., Nottingham, UK), rabbit anti-iNOS, anti-COX-
2, anti-STAT1α p91, anti-NF-κB p65, anti-actin (I-19) and anti-lamin
A/C and goat anti-rabbit HRP-conjugated and donkey anti-goat HRP-
conjugated polyclonal antibodies (Santa Cruz Biotechnology, Santa
Cruz, CA, USA) and rabbit anti-phospho-STAT1 (Tyr701) and anti-
STAT1 antibodies (Cell Signaling Technology Inc., Danvers, MA, USA)
were obtained as indicated. Lipopolysaccharide from Escherichia
coli 0111:B4 and all other reagents were from Sigma Chemical Co. (St
Louis, MO, USA).

2.2. Cell culture

J774 macrophages (ATCC, Manassas, VA, USA) were cultured as
reported previously [15].

A549 (ATCC, Manassas, VA, USA) human alveolar epithelial cells
were cultured at 37 °C in 5% CO2 atmosphere in Ham's F12K (Kaighn's
modification) medium (Invitrogen, Paisley, UK) containing 10% heat-
inactivated fetal bovine serum, 100 U/ml penicillin, 100 μg/ml
streptomycin, and 250 ng/ml amphotericin B (all from Invitrogen,
Paisley, UK). Cells were seeded on 24-well plates for nitrite
measurement, RT-PCR and Western blot. The cells were then grown
for 48 h to confluence before the commencement of the
experiments.

Toxicity of the tested compounds was ruled out by measuring
cell viability using Cell Proliferation Kit II (XTT) (Roche Diagnostics



Figure 2 Effects of JAK inhibitors WHI-P154 (A), WHI-P131 (B)
and AG-490 (C) on inducible nitric oxide synthase (iNOS) protein
expression in J774 macrophages. Cells were incubated with
lipopolysaccharide (LPS, 10 ng/ml) in the presence or in the
absence of the tested compounds for 24 h. Cells were lysed and
equal amounts of protein (20 μg/lane) were subjected to
immunoblot analysis with antibody against iNOS. LPS-induced
iNOS protein expression was set as 100%, and the other values
were related to it. Actinwas used as a loading control. The results
were calculated as mean±SEM (n=7 in A, n=4 in B and n=12 in
C). ⁎⁎Pb0.01 when compared to cells treated with LPS alone.

Figure 3 Effects of JAK inhibitors WHI-P154 and AG-490 on
inducible nitric oxide synthase (iNOS) mRNA expression and
degradation. (A) Cells were incubated with lipopolysaccharide
(LPS, 10 ng/ml) in the absence or in the presence of WHI-P154 or
AG-490 (10 μM) as indicated. After 6 h, the cells were lysed.
Total RNAwas isolated and converted to cDNA. iNOS mRNA levels
were measured by quantitative RT-PCR, and normalized against
GAPDH mRNA. LPS-induced iNOS mRNA expression was set as
100%, and the other values were related to it. The results are
expressed as mean±SEM, n=3. ⁎⁎Pb0.01 when compared to cells
treated with LPS alone. (B) Degradation of iNOS mRNA as
measured by actinomycin D-assay. Cells were incubated as in (A)
except that actinomycin D (ActD, 0.5 μg/ml) was added after 6 h
incubation to stop transcription. Incubations were terminated at
the indicated time points after addition of ActD. Total RNA was
isolated and converted to cDNA. iNOS mRNA was measured by
quantitative RT-PCR, and normalized against GAPDH mRNA. In
every treatment, iNOS mRNA at the time of addition of ActD was
set as 100%, and the amount of iNOS mRNA left at the subsequent
time points was related to that. The results are expressed as
mean±SEM, n=3.
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GmbH, Mannheim, Germany) according to the manufacturer's
instructions. Compounds were considered cytotoxic if the response
was affected by more than 25%.
2.3. Preparation of cell lysates for Western blotting

At indicated time points, cells were rapidly washed with ice-cold
phosphate-buffered saline (PBS) containing 2 mM sodium orthovana-
date. For pSTAT1 Western blot, the cells were solubilized in cold
lysis buffer (1% NP-40, 150 mM NaCl, 50 mM Tris pH 7.5, 0.25%
sodiumdeoxycholate, 1mM EDTA, 1 mMphenylmethylsulfonylfluoride,
2mMsodiumorthovanadate, 80μM leupeptin, 1μg/ml aprotinin, 1mM
NaF, 1 μg/ml pepstatin, 2 mM sodiumpyrophosphate, 10 μM N-octyl-β-
D-glucopyranoside). After incubation on ice for 15 min, lysates were
centrifuged (13 500 g, 5 min). The protein content of the supernatants
was measured by the Coomassie blue method [16].
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For iNOS Western blot, the cells were resuspended in lysis
buffer containing 1% Triton-X, 50 mM NaCl, 10 mM Tris base pH
7.4, 5 mM EDTA, 0.5 mM phenylmethylsulfonylfluoride, 1 mM
sodium orthovanadate, 40 μM leupeptin, 50 μg/ml aprotinin,
5 mM NaF, 1 μg/ml pepstatin, 2 mM sodiumpyrophosphate, 10 μM
N-octyl-β-D-glucopyranoside. Otherwise the lysis was performed
as described above. The extracts were boiled in SDS sample buffer
and stored at –20 °C.

2.4. Preparation of nuclear extracts for Western blotting
and EMSA

Nuclear proteins were extracted as described in [15]. The protein
content of the extracts was measured by the Coomassie blue method
[16] and the extracts were stored at −70 °C for EMSA. For Western
blot, the extracts were boiled in SDS sample buffer and stored at
−20 °C.

2.5. Western blotting

Protein (20 μg of lysates and nuclear extracts unless otherwise
stated) was analyzed according to standard Western blotting
procedure as previously described [15]. The membrane was
incubated with the primary antibodies anti-iNOS, anti-pSTAT1,
anti-STAT1α, anti-NF-κB p65, anti-lamin A/C or anti-actin antibody
in the blocking solution (bovine serum albumin for pSTAT1 and STAT1
antibodies, skimmed milk for other antibodies) at 4 °C overnight.
The quantification of the chemiluminescent signal was carried out
with the use of FluorChem™ (Alpha Innotech Corporation, San
Leandro, CA, USA) software version 3.1.

2.6. Electrophoretic mobility shift assay (EMSA)

Transcription factor consensus oligonucleotides for NF-κB (Promega,
Madison, WI, USA) were 5'-endlabeled with γ-P32-ATP (GE Healthcare
Europe GmbH, Munich, Germany) using T4 polynucleotide kinase
(Promega, Madison, WI, USA). For binding reactions, 5 μg of nuclear
extracts were incubated in a 20 μl reaction volume containing
0.1 mg/ml (poly)dI-dC, 1 mM dithiotreitol, 10 mM Tris–HCl, pH 7.5,
1 mM EDTA, 40 mM KCl and 10% glycerol for 20 min at room
temperature. 32P-labeled oligonucleotide probe (0.2 ng) was added
and the reaction mixture was incubated for 10 min. Protein-DNA
complexes were separated from DNA probe by electrophoresis on a
native 4% polyacrylamide gel. The gel was dried and autoradio-
graphed using intensifying screen at −70 °C.

2.7. RNA extraction and quantitative reverse transcriptase/
Real Time-PCR

RNA extractions and quantitative reverse transcriptase/Real Time-
PCR (RT-PCR) were performed as described previously [15]. Briefly,
total RNA was extracted and converted to cDNA. iNOS and GAPDH
mRNA were measured by quantitative RT-PCR. iNOS mRNA levels
were normalized to GAPDH, which was considered as a housekeeping
gene. Each sample was determined in duplicate. Mouse iNOS and
GAPDH primers and probes [15] have been described earlier. Human
iNOS and GAPDH primers and probes were:, 5'-GCAG-
GTCGAGGACTATTTCTTTCA-3' (human iNOS forward), 5'-
TCCTTCTTCGCCTCGTAAGGA-3' (human iNOS reverse), 5'-TCAAGAGC-
CAGAAGCGCTATCACGAAGATA-3' (human iNOS probe, 6-FAM (6-
carboxy-fluorescein) as 5'-reporter dye and TAMRA (6-carboxy-
tetramethyl-rhodamine) as 3'-quencher), 5 '-AAGGTCGG-
AGTCAACGGATTT-3' (human GAPDH forward), 5'-GCAACAATATC-
CACTTTACCAGAGTTAA-3 ' (human GAPDH reverse), 5 ' -
CGCCTGGTCACCAGGGCTGC-3' (human GAPDH probe, 5'-6-FAM and
3'-TAMRA).
2.8. Nitrite assays

After 24 h incubation the culture medium was collected for the
nitrite measurement, which was used as a measure of NO
production. Culture medium (100 μl) was incubated with 100 μl of
Griess reagent (0.1% napthalethylenediamine dihydrochloride, 1%
sulfanilamine, 2.4% H3PO4) and the absorbance was measured at
540 nm. The concentration of nitrite was calculated with sodium
nitrite as a standard [17].

2.9. TNF-α ELISA

TNF-α was measured in the culture medium by enzyme linked
immunosorbent assay (ELISA) using reagents from R & D Systems
Europe, Abingdon, UK.

2.10. Statistics

Results are expressed as mean±standard error of mean (SEM). When
indicated, statistical analysis was carried out by analysis of variances
followed by Dunnett multiple comparisons test. Differences were
considered significant at Pb0.05.
3. Results

3.1. Effects of JAK3 inhibitors WHI-P154 and WHI-P131 on
NO production in J774 macrophages

The effects of JAK inhibitors on LPS-induced iNOS expression and
NO production were investigated in J774 macrophages. Two
structurally related JAK3 inhibitors, namely WHI-P154 and WHI-
P131, and a JAK2 inhibitor AG-490 as a reference compound,
were used. NO production was measured as nitrite accumulation
in the culture medium. LPS induced NO production in J774
macrophages and it was inhibited by WHI-P154 and WHI-P131 in a
concentration-dependent manner WHI-P154 being somewhat
more potent than WHI-P131 (Fig. 1A–B). AG-490 was also found
to inhibit NO production in a dose-dependent manner (Fig. 1C).
When the inhibitors WHI-P154 and AG-490 were added to cells
6 h after LPS, NO production was comparable to that in cells
treated with LPS only. This suggests that the compounds did not
act as direct iNOS enzyme inhibitors. Cytotoxicity as a con-
tributing factor was tested by XTT-test. None of the tested JAK
inhibitors with or without LPS at concentrations up to 100 μM
were toxic to the cells during the 24 h incubation.

3.2. Effects of JAK3 inhibitors WHI-P154 and WHI-P131 on
iNOS protein expression in J774 macrophages

The effects of JAK3 inhibitors WHI-P154 and WHI-P131 and JAK2
inhibitor AG-490 on LPS-induced iNOS protein expression were
investigated by Western blot analysis. Both WHI-P154 and WHI-
P131 inhibited LPS induced iNOS protein expression in a concen-
tration-dependentmannerWHI-P154 beingmore potent thanWHI-
P131 (Fig. 2A, B). Also AG-490 inhibited iNOS expression, and its
effect was comparable to that seen with WHI-P131 (Fig. 2C).

3.3. Effects of JAK3 inhibitor WHI-P154 on iNOS mRNA
expression and decay in J774 macrophages

From the two JAK3 inhibitors, WHI-P154 was found to be more
potent inhibitor of iNOS protein expression andNOproduction than



104 O. Sareila et al.
WHI-P131. Therefore, WHI-P154 was used in the further experi-
ments. We investigated the effects of JAK3 inhibitor WHI-P154 on
iNOSmRNAexpression in LPS-treated cells by quantitative RT-PCR.
WHI-P154 (10 μM) clearly reduced iNOS mRNA expression when
measured after 6 h incubation (Fig. 3A). Similarly, JAK2 inhibitor
AG-490 (10 μM) decreased LPS-induced iNOS mRNA levels.



Figure 5 Effects of JAK inhibitors WHI-P154 and AG-490 on the
activation of nuclear factor κB (NF-κB) in lipopolysaccharide (LPS)-
stimulated J774 macrophages. Cells were incubated with LPS
(10 ng/ml) in the absence or in the presence ofWHI-P154 (A) or AG-
490 (B) as indicated. After 30 min incubation, the nuclear proteins
were extracted. Equal amounts of protein (10 μg/lane) were
subjected to immunoblot analysiswith antibody against NF-κBp65.
Lamin A was used as a loading control. The blots are representa-
tives of three experiments with similar results. (C) The effect of
WHI-P154 on NF-κB activation in J774macrophages asmeasured by
EMSA. The cells were incubated and the nuclear extracts were
prepared as in A–B. The extracts were incubated with a radio-
labeled NF-κB consensus oligonucleotide and separated from the
free probe by electrophoresis. Lane 1: probe, lane 2: untreated
cells, lane 3: LPS 10 ng/ml, lane 4: LPS 10 ng/ml+WHI-P154 30 μM.
The bands were detected by autoradiography. The picture is a
representative of three experiments with similar results.
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To study whether the JAK inhibitors affect the rate of iNOS
mRNA degradation, actinomycin D assay was carried out. In the
beginning of the experiment, cells were stimulated with LPS in
the presence or in the absence of the compounds of interest, and
actinomycin D (an inhibitor of transcription; 0.5 μg/ml) was
added into the culture medium after 6 h incubation. After that,
cells were further incubated and harvested 2, 4 and 6 h after the
addition of actinomycin D. Neither WHI-P154 nor AG-490
affected the iNOS mRNA decay (Fig. 3B). The results suggest
that JAK3 inhibitor WHI-P154 and JAK2 inhibitor AG-490 suppress
iNOS mRNA expression at the level of transcription and not at the
level of iNOS mRNA stability.

3.4. Effects of JAK3 inhibitor WHI-P154 on LPS-induced
STAT1 activation in J774 macrophages

STAT1 has been reported to be an important transcription factor
for iNOS [18]. Activation of the JAK-STAT1 signaling pathway in
response to LPS in J774 mouse macrophages was first studied by
measuring STAT1α phosphorylation (Tyr701) by Western blot. In
untreated cells, pSTAT1α was not detected in total cell lysates.
In cells treated with LPS (10 ng/ml), STAT1α phosphorylation at
the tyrosine residue (Tyr701) was detected after 2 h incubation,
reached its maximum at 4 h, and remained elevated up to the 6 h
follow-up (data not shown). The effects of JAK3 inhibitor WHI-
P154 on STAT1α phosphorylation in LPS-stimulated cells was
studied after 4 h incubation. WHI-P154 decreased the levels of
pSTAT1α in a dose-dependent manner (Fig. 4A). Similar effect
was obtained with JAK2 inhibitor AG-490 (Fig. 4B).

Phosphorylated STATs dimerize and translocate into the nucleus
to initiate transcription [19]. Therefore we investigated the levels
of STAT1α in nuclear extracts from LPS (10 ng/ml) — stimulated
J774 macrophages by Western blot. Slightly increased levels of
STAT1αwere detected in nuclei 1.5 h after the exposure to LPS and
the presence of STAT1α in the nuclear preparations was further
increased during 4 h incubation (data not shown). WHI-P154
decreased the nuclear translocation of STAT1α when the nuclear
proteins were extracted 4 h after the exposure to LPS (10 ng/ml),
and JAK2 inhibitor AG-490 inhibited STAT1α translocation similarly
(Fig. 4C, D). We also measured the nuclear levels of phosphory-
lated STAT1 by Western blot. As expected, WHI-P154 was found to
decrease pSTAT1 levels in the nuclei of J774 cells stimulated by LPS
(Fig. 4E).

3.5. Effects of JAK3 inhibitor WHI-P154 on LPS-induced
NF-κB activation in J774 macrophages

Another important transcription factor in LPS-induced iNOS
expression is NF-κB [20]. The effect of JAK3 inhibitor WHI-P154
on NF-κB activation was studied by measuring nuclear transloca-
Figure 4 Effects of JAK inhibitors WHI-P154 and AG-490 on the
(STAT1) in lipopolysaccharide (LPS)-stimulated J774 macrophages. (A
in the presence of WHI-P154 or AG-490 for 4 h, and whole cell lysat
subjected to immunoblot analysis with an antibody against STAT1 pho
STAT1. LPS-induced STAT1α phosphorylation was set as 100% and the o
in A and n=6 in B. ⁎Pb0.05 and ⁎⁎Pb0.01 when compared to cells trea
ml) in the absence or in the presence of WHI-P154 or AG-490 for 4 h, an
(20 μg/lane) were subjected to immunoblot analysis with an antibod
loading control. The nuclear level of STAT1α (C–D) or pSTAT (E) in LPS
to it. The values are mean±SEM, n=6 in C–D and n=3 in E. The da
preparations from unstimulated cells. ⁎Pb0.05 and ⁎⁎Pb0.01 when c
tion of NF-κB subunit p65 in LPS-stimulated cells, or by EMSA.
LPS caused a rapid translocation of NF-κB p65, which peaked at
30 min after addition of LPS (data not shown). Neither WHI-P154
activation of signal transducer and activator of transcription 1
–B) The cells were treated with LPS (10 ng/ml) in the absence or
es were extracted. Equal amounts of protein (20 μg/lane) were
sphorylated at the tyrosine residue 701 (pSTAT1) and against total
ther values were related to that. The values are mean±SEM, n=3
ted with LPS only. (C–E) The cells were treated with LPS (10 ng/
d the nuclear proteins were extracted. Equal amounts of protein
y against STAT1α (C–D) or pSTAT1 (E). Lamin A/C was used as a
-treated cells was set as 100% and the other values were related
sh line (C–D) indicates the basal level of STAT1α in the nuclear
ompared to cells treated with LPS only.



Figure 7 Effects of JAK3 inhibitor WHI-P154 on nitric oxide
(NO) production and on iNOS mRNA expression in A549 human
epithelial cells treated with a combination of proinflammatory
cytokines. (A) After 24 h stimulation with cytokine mixture (CM)
containing TNF-α, IFN-γ and IL-1β (10 ng/ml each) in the absence
or in the presence of WHI-P154, accumulated nitrite was mea-
sured in the culturemedium as amarker of NO production. Values
are mean±SEM, n=4. ⁎⁎Pb0.01 when compared to cells treated
with cytokine mixture only. (B) Cells were incubated with
cytokine mixture (CM) containing TNF-α, IFN-γ and IL-1β
(10 ng/ml each) in the absence or in the presence of WHI-P154
as indicated. After 6 h, the cells were lysed. Total RNA was
isolated and converted to cDNA. iNOS mRNA levels were mea-
sured by quantitative RT-PCR, and normalized against GAPDH
mRNA. iNOS mRNA expression in cytokine-stimulated cells was
set as 100%, and the other values were related to it. The results
are expressed as mean±SEM, n=4. ⁎⁎Pb0.01 when compared to
cells treated with cytokine mixture only.

Figure 6 Effects of JAK3 inhibitor WHI-P154 on inducible
cyclo-oxygenase (COX-2) protein expression (A) and on tumor
necrosis factor α (TNF-α) production (B) in J774 macrophages
exposed to bacterial lipopolysaccharide (LPS). Cells were
incubated with LPS (10 ng/ml) in the presence or in the absence
of WHI-P154. After 24 h incubation, the culture media were
collected and TNF-α was measured by ELISA. Cells were lysed
and equal amounts of protein (20 μg/lane) were subjected to
immunoblot analysis with an antibody against COX-2. LPS-
induced COX-2 protein expression was set as 100%, and the
other values were related to it. Actin was used as a loading
control. The results are expressed as mean±SEM, n=4 in A and
n=4–8 in B. ⁎⁎Pb0.01 when compared to cells treated with
LPS only.
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nor AG-490 inhibited the nuclear translocation of NF-κB p65
when the proteins were extracted 30 min after the exposure
to LPS (10 ng/ml) (Fig. 5A-B). WHI-P154 did neither alter LPS-
induced NF-κB nuclear binding activity as measured by EMSA
(Fig. 5C).

3.6. Effects of JAK3 inhibitor WHI-P154 on LPS-induced
COX-2 expression and TNF-α production in J774
macrophages

To test the effect of WHI-P154 on other inflammatory factors in
these cells, the expression of COX-2 and TNF-α were analyzed.
COX-2 expression was studied byWestern blot. LPS induced COX-2
expression and it was not affected by WHI-P154 when used at 3–
30 μM drug concentrations (Fig. 6A). TNF-α production into the
culture medium was measured by ELISA. WHI-P154 (30 μM)
decreased LPS-induced TNF-α production by about 40%, but
the lower concentrations (3 and 10 μM) did not inhibit TNF-α
production (Fig. 6B).

3.7. Effects of JAK3 inhibitor WHI-P154 on NO production
and iNOS expression in human A549 epithelial cells
activated by proinflammatory cytokines

The induction of the expression of iNOS in human cells requires
usually stimulation with a combination of proinflammatory cyto-
kines instead of LPS [5]. JAK3 inhibitors attenuated iNOS expression
and NO production in LPS treated murine macrophages. Hence, we
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wanted to test, whether JAK3 inhibitor decreases NO produc-
tion also in human cells in response to inflammatory stimuli. Stimu-
lation with a combination of proinflammatory cytokines (cytokine
mixture (CM) containing TNF-α, IFN-γ and IL-1β; 10 ng/ml each)
resulted in NO production in human A549 epithelial cells (Fig. 7A).
NO production was inhibited by WHI-P154 in a dose-dependent
manner and the WHI-P154 concentration of 10 μM decreased NO
production by about 50%. Accordingly, WHI-P154 decreased also
iNOS mRNA expression in A549 epithelial cells exposed to the
proinflammatory cytokines when measured after 6 h incubation
(Fig. 7B).

4. Discussion

In the present study, we found that JAK3 inhibitors WHI-P154
andWHI-P131 attenuated iNOS expression and NO production
in a dose-dependent manner. However, pharmacological
inhibition of JAK3 had no effect on COX-2 expression, and
TNF-α production was inhibited only slightly with higher drug
concentrations (30 μM). JAK3 inhibition attenuated iNOS
mRNA expression and STAT1 activation but did not affect
iNOS mRNA stability suggesting that JAK3 is involved in the
transcriptional regulation of iNOS expression.

LPS is a strong activator of the innate immune response
and it activates NF-κB through Toll-like receptor pathway [1].
NF-κB is an important transcription factor in iNOS expression
[20]. In the present study, LPS was found to activate NF-κB
and induce iNOS expression in macrophages. JAK3 inhibitor
WHI-P154 and JAK2 inhibitor AG-490 reduced iNOS expression
without decreasing NF-κB activation. Concomitantly, LPS
was found to activate STAT1 and that was markedly at-
tenuated with the two tested JAK inhibitors. Inhibition of
STAT1 activation may well explain the suppressive effect of
the JAK inhibitors on iNOS levels, since LPS-induced iNOS
expression was severely impaired in macrophages prepared
from STAT1−/− mice [18]. Similarly, LPS/IFN-γ-induced iNOS
expression and NO production was reduced in fibroblasts
obtained from STAT1−/− mice [21].

In the present study, we report that JAK3 inhibitors WHI-
P154 and WHI-P131 decreased iNOS expression and NO
production in cells exposed to LPS, which is to our knowledge
a novel finding. In addition, WHI-P154 inhibited NO produc-
tion and iNOS expression in cytokine-treated human A549
epithelial cells indicating that it affects the up-regulation of
both human and murine iNOS. WHI-P154 and WHI-P131 have
been shown to be rather specific for JAK3 and not to inhibit
significantly JAK1, JAK2 or protein tyrosine kinases including
SYK (spleen tyrosine kinase), LYN (protein tyrosine kinase
related to LCK and YES), BTK (Bruton's tyrosine kinase) and
IRK (insulin receptor kinase) within the concentration range
used [22,23].

To rule out cytotoxicity, the JAK inhibitors were tested by
XTT test. Neither of the compounds (at even 100 μM) affected
cell viability when compared to LPS-activated cells. There-
fore, we concluded that the observed inhibitory effects were
not a result of cytotoxicity of the drugs. This is supported by
the observation that nuclear lamin (the fragmentation of
which is widely used as a marker of apoptosis) remained
intact in the nuclei of cells challenged with up to 100 μM
concentrations of the inhibitors (Fig. 4C–D).

The results suggest that JAK3 plays a role in the regulation
of iNOS expression. Our results confirm recent observations
that JAK2 inhibitor AG-490 inhibits LPS-induced iNOS
expression in murine macrophages [24]. Similar inhibition
of iNOS expression by AG-490 has been reported in a mouse
fetal skin dendritic cell line [4].

In addition to transcriptional regulation, iNOS expression
is critically regulated at post-transcriptional level [5,6]. In
murine J774 macrophages, dexamethasone and SP600125, an
inhibitor of c-Jun N-terminal kinase (JNK), have been shown
to reduce LPS-induced iNOS expression by destabilizing the
mRNA [25,26]. In the present study, the effects of WHI-P154
and AG-490 on iNOS mRNA decay were tested with
actinomycin D assay. Degradation of LPS-induced iNOS
mRNA was not altered in the presence of JAK inhibitors.
However, both WHI-P154 and AG-490 decreased iNOS mRNA
levels significantly. Accordingly, WHI-P154 and AG-490 down-
regulated LPS-induced iNOS protein expression and NO
production. When the inhibitors were added to the culture
6 h after LPS, NO production was comparable to that induced
by LPS alone. These data together suggest that the tested
JAK inhibitors decrease iNOS transcription but do not
regulate the mRNA degradation or affect iNOS enzyme
activity.

JAK3 inhibitor WHI-P154 attenuated TNF-α production in
LPS treated macrophages by about 30% when used at 30 μM
concentrations, but the lower drug concentrations were
ineffective. Previously, it has been shown that IFN-γ
augments the expression of TNF-α in LPS-stimulated macro-
phages [27–29] suggesting that JAK-STAT pathway is involved
in the induction of TNF-α expression. In the present study,
30 µMWHI-P154 decreased the production of TNF-α, whereas
NO production was decreased by WHI-P154 at 3 μM con-
centration. WHI-P131 has also been shown to inhibit TNF-α
expression in human chondrocytes following Borrelia burg-
dorferi infection [30]. In contrast, JAK2 inhibitor AG-490 did
not inhibit TNF-α expression in LPS-stimulated murine
macrophages [31]. This suggests that JAK3, and not JAK2,
would be a regulatory factor in TNF-α production.

In COX-2 expression, the most important transcription fac-
tors include C/EBP (CCAAT enhancer binding protein), NF-κB
and AP-1 (activator protein 1) [11], whereas JAK-STAT pathway
has a minor role [32,33]. In our studies, JAK3 inhibitor WHI-
P154 did not affect COX-2 expression in macrophages exposed
to bacterial LPS. These results suggest that in these cells, JAK3
is not an important factor in the regulation of LPS-induced
COX-2 expression.

In summary, we have shown that JAK3 inhibitor WHI-P154
down-regulated iNOS expression and NO production along
with its inhibitory effect on STAT1 activation in macrophages
exposed to bacterial endotoxin LPS. WHI-P154 had no effect
on COX-2 expression, and TNF-α expression was slightly
inhibited only at higher drug concentrations. In addition,
WHI-P154 suppressed iNOS expression and NO production in
cytokine-treated human epithelial cells. The results suggest
that JAK3 is involved in the regulation of iNOS expression in
human and murine cells.
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Outi Sareila, Mari Hämälä inen, Erkki Nissinen, Hannu Kankaanranta, and Eeva Moilanen 
The Immunopharmacology Research Group, Medical School, University of Tampere and Research Unit, Tampere University 
Hospital, Tampere, Finland (O.S., M.H., H.K., E.M.); and Orion Corporation, Orion Pharma, Espoo, Finland (E.N.) 

Received July 24, 2007; accepted November 21, 2007 

ABSTRACT 
Orazipone [OR-1384; 3-[4-(methylsulfonyl)benzylidene]pentane
2,4-dione] is a novel sulfhydryl-modulating compound that has 
anti-inflammatory properties in experimental models of asthma 
and inflammatory bowel disease. In inflammation, inducible nitric-
oxide synthase (iNOS) generates NO, which modulates the im
mune response. Compounds that inhibit iNOS expression or iNOS 
activity possess anti-inflammatory effects. In the present study, 
we examined the effects of orazipone and its derivative OR-1958 
[3-[3-chlorine-4-(methylsulfonyl)benzylidene]pentane-2,4-dione] 
on iNOS expression and NO production in J774 macrophages 
stimulated by bacterial lipopolysaccharide (LPS) and in human 
alveolar epithelial cells activated by proinflammatory cytokines. 
Protein expression and nuclear translocation of transcription 
factors were measured by Western blot. iNOS mRNA expres
sion was determined by quantitative reverse transcription-
polymerase chain reaction and iNOS mRNA stability by ac

tinomycin D assay. iNOS promoter activity was studied in a 
cell line expressing luciferase under the control of iNOS pro
moter. Orazipone and its derivative OR-1958 but not its non-
thiol-modulating analog inhibited iNOS expression and NO pro
duction in a concentration-dependent manner. Orazipone 
decreased LPS-induced iNOS mRNA expression, but the de
cay of iNOS mRNA was not affected. Orazipone extensively 
prevented LPS-induced activation of nuclear factor �B (NF-�B) 
and signal transducer and activator of transcription (STAT) 1, 
which are important transcription factors for iNOS. In agree
ment, human iNOS promoter activity was inhibited by orazi
pone. In conclusion, orazipone decreased activation of inflam
matory transcription factors NF-�B and STAT1, and expression 
of iNOS in cells exposed to inflammatory stimuli. The thiol-
modulating property seems to be critical in mediating the anti
inflammatory effects of orazipone. 
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Orazipone (OR-1384) and its derivative OR-1958 are novel 
thiol-modulating compounds that exert their effects most 
likely by forming reversible conjugates with the thiol groups 
of glutathione and proteins (Wrobleski et al., 1998; Aho et al., 
2001). The reaction with glutathione is readily reversible, 
which makes orazipone and OR-1958 unique among thiol-
modulating compounds. Orazipone has been shown to ex
press anti-inflammatory properties in various models of ex
perimentally induced colitis (Wrobleski et al., 1998; Boerma 
et al., 2006). In addition, orazipone was shown to inhibit 
eosinophil accumulation in animal models of asthma (Ruot-

ABBREVIATIONS: OR-1384, orazipone, 3-[4-(methylsulfonyl)benzylidene]pentane-2,4-dione; OR-1958, 3-[3-chloro-4-(methylsulfonyl)benzylide
ne]pentane-2,4-dione; iNOS, inducible nitric-oxide synthase; LPS, lipopolysaccharide; TLR, Toll-like receptor; NF-�B, nuclear factor-�B; STAT, 
signal transducer and activator of transcription; JAK, Janus tyrosine kinase; OR-2149, 3-[4-(methylsulfonyl)benzyl]pentane-2,4-dione; AG-490, 
�-cyano-(3,4-dihydroxy)-N-benzylcinnamide; RT-PCR, reverse transcription-polymerase chain reaction; GAPDH, glyceraldehyde-3-phosphate 
dehydrogenase; PDTC, pyrrolidine dithiocarbamate; SP600125, anthra(1,9-cd)pyrazol-6(2H)-one; TNF, tumor necrosis factor; IFN, interferon; IL, 
interleukin; NAC, N-acetyl-L-cysteine; GSH, glutathione. 
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salainen et al., 2000) and to possess antieosinophilic activity 
(Kankaanranta et al., 2006). However, the cellular and mo
lecular mechanisms of the anti-inflammatory actions of 
orazipone remain mostly unknown. 

Increased NO production is associated with inflammatory 
diseases such as inflammatory bowel disease (Kolios et al., 
2004), arthritis (Cuzzocrea, 2006), and asthma (Ricciardolo 
et al., 2004). NO is a small gaseous molecule synthesized in 
inflammatory and tissue cells by nitric-oxide synthase en
zymes. In mammalian cells, two isoforms of the enzyme are 
constitutively expressed, but the third isoform, iNOS, is 
induced in response to bacterial products and proinflam
matory cytokines (Alderton et al., 2001; Kleinert et al., 
2004; Korhonen et al., 2005). NO production through iNOS 
pathway is regulated mainly at the level of iNOS expres
sion (Kleinert et al., 2004; Korhonen et al., 2005). In in
flammation, NO has regulatory and proinflammatory ef
fects (Coleman, 2001; Korhonen et al., 2005). Compounds 
that inhibit iNOS expression or iNOS activity possess anti
inflammatory properties (Vallance and Leiper, 2002). 

Bacterial lipopolysaccharide (LPS) induces the expression 
of iNOS in various cells, including murine macrophages. LPS 
activates toll-like receptor (TLR) 4 (Poltorak et al., 1998). 
TLR4 activation leads to the activation of nuclear factor �B 
(NF-�B) (Zhang and Ghosh, 2000), which is an important 
transcription factor for iNOS. Another transcription factor 
involved in LPS-induced iNOS expression is the signal trans
ducer and activator of transcription (STAT) 1, which is acti
vated through the Janus kinase (JAK)-STAT pathway (Gao 
et al., 1998; Jacobs and Ignarro, 2001). In addition, post-tran
scriptional mechanisms are important regulators of iNOS ex
pression (Kleinert et al., 2004; Korhonen et al., 2005). 

In the present study, we investigated the anti-inflamma
tory properties of orazipone by studying its effects and mech
anisms of action on iNOS expression and NO production in 
activated macrophages and epithelial cells. 

Materials and Methods 

Reagents. Orazipone (OR-1384), its derivative OR-1958, and the 
nonthiol-modulating control compound OR-2149 were provided by 
Orion Pharma (Espoo, Finland). OR compounds were dissolved in 
dimethyl sulfoxide just before the experiments. They were further 
diluted into culture medium 1:1000 to give the final concentration 
of 0.1% dimethyl sulfoxide. Rabbit anti-iNOS (sc-650), STAT1� 
p91 (sc-345), NF-�B p65 (sc-7151), actin (sc-1616-R), lamin A/C (sc
20681), and goat anti-rabbit horseradish peroxidase-conjugated poly-
clonal (sc-2004) antibodies were from Santa Cruz Biotechnology 
(Santa Cruz Biotechnology, Inc., Santa Cruz, CA). JAK inhibitor 
AG-490 (tyrphostin B42) was from Calbiochem (San Diego, CA). All 
other reagents were from Sigma-Aldrich (St. Louis, MO) unless 
otherwise stated. 

Cell Culture. J774 macrophages (TIB-67; American Type Cul
ture Collection, Manassas, VA) were cultured at 37°C in 5% CO2 

atmosphere in Dulbecco’s modified Eagle’s medium with Gluta-
MAX-I (Lonza Verviers SPRL, Verviers, Belgium) containing 10% 
heat-inactivated fetal bovine serum (Lonza Verviers SPRL), 100 
U/ml penicillin, 100 �g/ml streptomycin, and 250 ng/ml amphoteri
cin B (all obtained from Invitrogen, Paisley, UK). Cells were seeded 
on 24-well plates for nitrite measurement, Western blot analysis, 
and reverse transcription (RT)-PCR, and on 10-cm dishes for nuclear 
extract preparation. Cells were grown for 72 h to confluence before 
experiments. 

To study the regulation of human iNOS promoter, pools of stably 

transfected A549/8 cells containing the full-length (16-kilobase) hu
man iNOS promoter (GenBank accession number AC005697) cloned 
in front of a luciferase reporter gene (Hausding et al., 2000) were 
used. These A549/8-pNOS2(16)Luc cells were kindly provided by 
Prof. Hartmut Kleinert (Johannes Gutenberg University, Mainz, 
Germany), and they were cultured at 37°C in 5% CO2 atmosphere in 
Dulbecco’s modified Eagle’s medium with 1 mM sodium pyruvate 
(Lonza Verviers SPRL) containing 5% heat-inactivated fetal bovine 
serum (Lonza Verviers SPRL), 2.5 �g/ml polymyxin B, and 0.5 mg/ml 
G-418 disulfate salt (Sigma-Aldrich; for selection of cells stably 
transfected with the vector containing iNOS promoter construct and 
neomycin resistance gene). Cells were seeded on 24-well plates for 
nitrite measurement and RT-PCR. They were then grown for 48 h to 
confluence before experiments unless otherwise stated. 

Cell viability after treatment with combinations of LPS or cyto
kine mixture and the tested compounds was assessed using modified 
2,3-bis-(2-methoxy-4-nitro-5-sulphenyl)-(2H)-tetrazolium-5-carboxa
nilide test (Cell Proliferation Kit II; Roche Diagnostics, Mannheim, 
Germany) according to the manufacturer’s instructions. Compounds 
were considered cytotoxic if the response was affected by more than 
20%. 

Preparation of Cell Lysates. At indicated time points, cells 
were rapidly washed with ice-cold phosphate-buffered saline. Cells 
were solubilized in ice-cold lysis buffer containing 1% Triton X, 50 
mM NaCl, 10 mM Tris-base, pH 7.4, 5 mM EDTA, 0.5 mM phenyl
methylsulfonyl fluoride, 1 mM sodium orthovanadate, 40 �M leu
peptin, 50 �g/ml aprotinin, 5 mM NaF, 2 mM sodium pyrophosphate, 
and 10 �M N-octyl-�-D-glucopyranoside. After incubation for 15 min 
on ice, lysates were centrifuged at 13,500g for 5 min. The protein 
content of the supernatants was measured by the Coomassie Blue 
method (Bradford, 1976). The extracts were boiled in SDS sample 
buffer, and they were stored at �20°C. 

Preparation of Nuclear Extracts. Nuclear proteins were ex
tracted as described previously (Sareila et al., 2006). The protein 
content of the extracts was measured by the Coomassie Blue method 
(Bradford, 1976). The extracts were boiled in SDS sample buffer, and 
they were stored at �20°C. 

Western Blotting. Protein (20 �g of lysates and nuclear extracts 
unless otherwise stated) was analyzed according to standard West
ern blotting procedure as described previously (Sareila et al., 2006). 
The membrane was incubated with the primary antibodies anti
iNOS, anti-STAT1�, anti-NF-�B p65, anti-lamin A/C, or anti-actin 
antibody in the blocking solution at 4°C overnight. The quantitation 
of the chemiluminescent signal was carried out with the use of 
FluorChem software version 3.1 (Alpha Innotech, San Leandro, CA). 

RNA Extractions and Quantitative Reverse Transcription-
PCR. RNA extractions and quantitative RT-PCR were performed as 
described previously (Sareila et al., 2006). In brief, total RNA was 
extracted and converted to cDNA. iNOS, luciferase and GAPDH 
mRNA were measured by quantitative RT-PCR. iNOS and luciferase 
mRNA levels were normalized to GAPDH, which was considered as 
a housekeeping gene. Each sample was determined in duplicate. 

Luciferase, and human and murine iNOS and GAPDH primer and 
probe (6-carboxyfluorescein as 5�-reporter dye and 6-carboxytetram
ethylrhodamine as 3�-quencher) sequences are described in Table 1. 

Nitrite Assays. For nitrite assays, J774 cells were treated with 
the compounds of interest in cell culture media volume of 1 ml and 
A549/8-pNOS2(16)Luc cells in a volume 0.5 ml. After 24-h incuba
tion, the culture medium was collected for the nitrite measurement, 
which was used as a measure of NO production. Culture medium 
(100 �l) was incubated with 100 �l of Griess reagent (0.1% naptha
lethylenediamine dihydrochloride, 1% sulfanilamine, and 2.4% 
H3PO4), and the absorbance was measured at 540 nm. The concen
tration of nitrite was calculated with sodium nitrite as a standard 
(Green et al., 1982). 

Statistics. Results are expressed as mean � S.E.M. When indi
cated, statistical analysis was carried out by analysis of variances 
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TABLE 1 

Primer and probe sequences 

Gene Oligonucleotide Sequence 5�33� 

Human iNOS Forward primer GCAGGTCGAGGACTATTTCTTTCA 
Reverse primer TCCTTCTTCGCCTCGTAAGGA 
Probe TCAAGAGCCAGAAGCGCTATCACGAAGATA 

Human GAPDH Forward primer AAGGTCGGAGTCAACGGATTT 
Reverse primer GCAACAATATCCACTTTACCAGAGTTAA 
Probe CGCCTGGTCACCAGGGCTGC 

Murine iNOS Forward primer CCTGGTACGGGCATTGCT 
Reverse primer GCTCATGCGGCCTCCTT 
Probe CAGCAGCGGCTCCATGACTCCC 

Murine GAPDH Forward primer GCATGGCCTTCCGTGTTC 
Reverse primer GATGTCATCATACTTGGCAGGTTT 
Probe TCGTGGATCTGACGTGCCGCC 

Luciferase Forward primer AAAAAGTTGCGCGGAGGAG 
Reverse primer TTTTTCTTGCGTCGAGTTTTCC 
Probe TGTGTTTGTGGACGAAGTACCGAAAGGTCTTAC 

followed by Dunnett’s multiple comparisons test. Differences were 
considered significant at P � 0.05. 

Results 

Effect of Orazipone on LPS-Induced iNOS mRNA 
Expression in J774 Macrophages. We studied the effects 
of orazipone and its derivatives (Fig. 1) on LPS-induced iNOS 
mRNA expression in J774 macrophages. iNOS mRNA was 
measured by quantitative RT-PCR after 3-h incubation with 
the combination of LPS and the drugs (Fig. 2). LPS (10 ng/ml) 
induced iNOS mRNA expression, which was dose-depen
dently inhibited by orazipone (OR-1384), and a significant 
reduction was obtained also with its derivative OR-1958 (60 
�M). iNOS mRNA expression was not affected by the non-
thiol-modulating control compound OR-2149 (60 �M). 

Effect of Orazipone on LPS-Induced NF-�B p65 Ac
tivation in J774 Macrophages. Because iNOS mRNA ex
pression was inhibited by orazipone, we investigated the 
effects of orazipone on the activation of NF-�B, which is an 
important transcription factor in iNOS expression (Xie et al., 
1994). NF-�B activation in LPS-stimulated J774 cells was 
studied by measuring the nuclear translocation of NF-�B 
subunit p65 by Western blot. LPS caused nuclear transloca
tion of NF-�B p65, which peaked at 30 min. Both orazipone 
(OR-1384; 60 �M) and its derivative OR-1958 (60 �M) de
creased significantly the nuclear levels of NF-�B p65 in LPS-
activated macrophages (Fig. 3a). The nonthiol-modulating 
control compound OR-2149 (60 �M) did not alter LPS-in
duced NF-�B activation. In a similar manner to orazipone 
and OR-1958, an NF-�B inhibitor pyrrolidine dithiocarbam
ate (PDTC; 100 �M) inhibited LPS-induced nuclear translo
cation of NF-�B by approximately 50% (Fig. 3b) and iNOS 
mRNA expression by approximately 75% (Fig. 3c). 

Effect of Orazipone on LPS-Induced STAT1 Activation 
in J774 Macrophages. In addition to NF-�B, transcription 
factor STAT1 is involved in LPS-induced iNOS expression (Gao 
et al., 1998). We studied the effects of orazipone on LPS-induced 

Fig. 2. Effects of orazipone (OR-1384), its derivative OR-1958, and its 
nonthiol-modulating control compound OR-2149 on iNOS mRNA levels in 
LPS-stimulated J774 macrophages. Macrophages were incubated with 
LPS (10 ng/ml) in the presence or in the absence of the tested compounds. 
After 3 h, the cells were lysed, and total RNA was extracted and con
verted to cDNA. iNOS mRNA levels were measured by quantitative 
RT-PCR, and they were normalized against GAPDH mRNA. LPS-in
duced iNOS mRNA expression was set as 100%, and the other values 
were related to that value. The results are expressed as mean � S.E.M., 
n � 3 to 7.  ��, P � 0.01 compared with cells treated with LPS alone. 

STAT1 activation in J774 cells by measuring nuclear translo
cation of STAT1� by Western blot. LPS caused nuclear trans
location of STAT1�, which increased up to the 6-h follow-up 
after addition of LPS. Orazipone (OR-1384; 60 �M) and its 
derivative OR-1958 (60 �M) inhibited LPS-induced nuclear 
translocation of STAT1�, whereas the nonthiol-modulating con
trol compound OR-2149 (60 �M) had no effect (Fig. 4a). The 
effects of orazipone and OR-1958 on LPS-induced STAT1� ac
tivation were similar to the inhibitory effect of JAK inhibitor 
AG-490, which inhibited STAT1� activation (Fig. 4b) and iNOS 
mRNA expression (Fig. 4c). 

Effect of Orazipone on LPS-Induced iNOS mRNA De
cay in J774 Macrophages. In addition to transcriptional reg
ulation, iNOS expression is regulated at the level of iNOS 
mRNA degradation (Kleinert et al., 2004; Korhonen et al., 

Fig. 1. Chemical structures of orazipone (OR-1384), orazipone derivative OR-1958, and the nonthiol-modulating control compound OR-2149. 



Fig. 3. a, effects of orazipone (OR-1384), its derivative OR-1958, and 
nonthiol-modulating control compound OR-2149 on nuclear translocation 
of NF-�B in LPS-stimulated J774 macrophages. Cells were incubated 
with LPS (10 ng/ml) in the absence or in the presence of the tested 
compounds (60 �M). After 30 min, the nuclear proteins were extracted. 
Equal amounts of protein (30 �g/lane) were subjected to immunoblot 
analysis with an antibody against NF-�B p65. Lamin A/C was used as a 
loading control. Nuclear levels of NF-�B p65 in LPS-treated cells were set 
as 100%, and the other values were related to that. The results are 
expressed as mean � S.E.M. (n � 3). The dashed line represents the 
nuclear level of NF-�B p65 in resting cells. ��, P � 0.01 compared with 
cells treated with LPS alone. b, effect of the NF-�B inhibitor PDTC on 
nuclear translocation of NF-�B in LPS-stimulated J774 macrophages. 
The cells were incubated with LPS (10 ng/ml) in the absence or in the 
presence of PDTC (100 �M). After 30 min, the nuclear proteins were 
extracted. Equal amounts of protein were subjected to immunoblot anal
ysis with an antibody against NF-�B p65. Lamin A/C was used as a 
loading control. Nuclear levels of NF-�B p65 in LPS-treated cells were set 
as 100%, and the other values were related to that value. The results are 
expressed as mean � S.E.M. (n � 3). The dashed line represents the 
nuclear level of NF-�B p65 in resting cells. ��, P � 0.01 and �, P � 0.05 
compared with cells treated with LPS alone. c, effect of an NF-�B inhib
itor PDTC on LPS-induced iNOS mRNA expression in J774 macrophages. 
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2005). In J774 macrophages, dexamethasone and SP600125, an 
inhibitor of c-Jun NH2-terminal kinase (Bennett et al., 2001), 
have been shown to reduce LPS-induced iNOS expression by 
destabilizing the mRNA (Korhonen et al., 2002; Lahti et al., 
2003). To study whether orazipone enhances iNOS mRNA deg
radation, the actinomycin D assay was applied. Cells were 
stimulated with LPS (10 ng/ml) in the presence and in the 
absence of orazipone (60 �M). After 6 h, actinomycin D (0.5 
�g/ml) was added into the culture medium to stop transcription. 
The decay of iNOS mRNA was followed by measuring iNOS 
mRNA levels at 2-h intervals. Orazipone did not affect iNOS 
mRNA decay (Fig. 5), when measured by quantitative RT-PCR. 

Effect of Orazipone on LPS-Induced iNOS Protein 
Expression in J774 Macrophages. To study whether the 
reduction in iNOS mRNA levels by orazipone results in de
creased iNOS protein expression, we measured iNOS protein 
levels in J774 cells by Western blot after 24-h LPS treatment. 
LPS (10 ng/ml) induced iNOS protein expression, which was 
inhibited by orazipone (OR-1384) in a concentration-depen
dent manner (Fig. 6). The nonthiol-modulating control com
pound OR-2149 (60 �M) did not affect LPS-induced iNOS 
expression. Orazipone derivative OR-1958 (60 �M) reduced 
iNOS protein levels, but it was somewhat less potent than 
orazipone. 

Effect of Orazipone on LPS-Induced NO Production 
in J774 Macrophages. Because iNOS protein levels were 
decreased by the drugs, we investigated the effects of orazi
pone (OR-1384), its derivative OR-1958, and the nonthiol
modulating control compound OR-2149 on LPS-induced NO 
production in J774 macrophages. LPS (10 ng/ml) induced NO 
production, which was inhibited by OR-1384 in a concentra
tion-dependent manner (Fig. 7a). Orazipone was somewhat 
more potent than its derivative OR-1958, whereas the non-
thiol-modulating control compound OR-2149 had no effect. 

When orazipone was added to the culture 6 h after LPS, 
NO production was not altered (Fig. 7b). These data suggest 
that orazipone does not inhibit iNOS enzyme activity, but the 
effect is due to its suppressive action on iNOS expression (see 
above). 

Because orazipone has been described to be labile in aque
ous solutions (Vendelin et al., 2005), we incubated the cells 
with LPS and orazipone for only 4 h (which is needed for 
induction of iNOS), changed fresh medium thereafter, and 
measured accumulated nitrite after an additional 20-h incu
bation in medium free of LPS and orazipone. In these condi
tions, orazipone was more potent as an inhibitor of NO pro
duction than when LPS and orazipone were present in the 
culture medium for the whole 24-h incubation time (Fig. 7, a 
and c). That result supports the idea that the labile action of 
orazipone is partly overtaken by LPS in longer incubations. 

Cytotoxicity as a contributing factor was ruled out by 2,3
bis-(2-methoxy-4-nitro-5-sulphenyl)-(2H)-tetrazolium-5-car
boxanilide test. None of the tested compounds at highest 

The cells were stimulated with LPS (10 ng/ml) in the presence or in the 
absence of PDTC (100 �M). After 3 h, the cells were lysed, and total RNA 
was extracted and converted to cDNA. iNOS mRNA levels were measured 
by quantitative RT-PCR, and they were normalized against GAPDH 
mRNA. LPS-induced iNOS mRNA expression was set as 100%, and the 
other values were related to that value. The results are expressed as 
mean � S.E.M. (n � 3). ��, P � 0.01 compared with cells treated with LPS 
alone. 
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Fig. 4. a, effects of orazipone (OR-1384), its derivative OR-1958, and 
nonthiol-modulating control compound OR-2149 on the activation of 
STAT1 in LPS-stimulated J774 macrophages. The cells were incubated 
with LPS (10 ng/ml) in the absence or in the presence of the tested 
compounds (60 �M). After 6 h, the nuclear proteins were extracted, and 
equal amounts of protein (25 �g/lane) were subjected to immunoblot 
analysis with an antibody against STAT1�. Lamin A was used as a 
loading control. Nuclear levels of STAT1� in LPS-treated cells were set as 
100%, and the other values were related to that value. The results are 
expressed as mean � S.E.M. (n � 3). The dashed line represents the 
nuclear level of STAT1� in resting cells. ��, P � 0.01 compared with cells 
treated with LPS alone. b, effects of JAK inhibitor AG-490 on the acti
vation of STAT1 in J774 macrophages stimulated by LPS. Cells were 
incubated with LPS (10 ng/ml) in the absence or in the presence of the 
tested compound. After 4 h, the nuclear proteins were extracted, and 
equal amounts of protein were subjected to immunoblot analysis with an 
antibody against STAT1�. Lamin A/C was used as a loading control. 
Nuclear levels of STAT1� in LPS-treated cells were set as 100%, and the 
other values were related to that value. The results are expressed as 
mean � S.E.M. (n � 6). The dashed line represents the nuclear level of 
STAT1� in resting cells. ��, P � 0.01 and �, P � 0.05 compared with cells 
treated with LPS alone. c, effects of JAK inhibitor AG-490 on iNOS 
mRNA expression in J774 macrophages. The cells were incubated with 

Fig. 5. Effect of orazipone (OR-1384) on iNOS mRNA decay in LPS-
stimulated J774 macrophages. The cells were incubated with LPS (10 
ng/ml) with or without orazipone (60 �M). After 6 h, actinomycin D (0.5 
�g/ml) was added to stop transcription. Incubations were terminated at 
the indicated time points after addition of actinomycin D. Total RNA was 
extracted and converted to cDNA. iNOS mRNA was measured by quan
titative RT-PCR, and it was normalized against GAPDH mRNA. iNOS 
mRNA level at the time of addition of actinomycin D was set as 100%, and 
the amount of iNOS mRNA left at the subsequent time points was related 
to that value. The results are expressed as mean � S.E.M. (n � 3). 

Fig. 6. Effects of orazipone (OR-1384), its derivative OR-1958, and its 
nonthiol-modulating control compound OR-2149 on iNOS protein expres
sion in LPS-stimulated J774 macrophages. The cells were incubated with 
LPS (10 ng/ml) and the tested drugs for 24 h. Cells were lysed, and equal 
amounts of protein were subjected to immunoblot analysis with an anti
body against iNOS. LPS-induced iNOS protein expression was set as 
100%, and the other values were related to that value. Actin was used as 
a loading control. The results are expressed as mean � S.E.M. (n � 3–7). 
��, P � 0.01 and �, P � 0.05 compared with cells treated with LPS alone. 

concentrations used (60 �M) showed cytotoxicity in combina
tion with LPS in 24-h incubation. 

Effect of Orazipone on iNOS mRNA Expression and 
iNOS Promoter Activity in Human Alveolar Epithelial 
Cells. The human alveolar epithelial A549/8-pNOS2(16)Luc 
cells are genetically modified to express luciferase reporter 
gene under the control of full-length human iNOS promoter 
(16 kilobases) (Hausding et al., 2000). 

LPS (10 ng/ml) in the absence or in the presence of AG-490 (10 �M) as 
indicated. After 6 h, the cells were lysed. Total RNA was extracted and 
converted to cDNA. iNOS mRNA levels were measured by quantitative 
RT-PCR, and they were normalized against GAPDH mRNA. LPS-in
duced iNOS mRNA expression was set as 100%, and the other values 
were related to that value. The results are expressed as mean � S.E.M. 
(n � 3). ��, P � 0.01 compared with cells treated with LPS alone. 



Fig. 7. a, effects of orazipone (OR-1384), its derivative OR-1958, and its 
nonthiol-modulating control compound OR-2149 on LPS-induced NO pro
duction in J774 macrophages. After 24-h incubation with indicated com
binations of LPS (10 ng/ml) and the drugs, the supernatants were col
lected. Accumulated nitrite was measured in the culture medium by 
Griess reaction as an indicator of NO production. The values are mean � 
S.E.M. (n � 12–31). ��, P � 0.01 compared with cells treated with LPS 
alone. b, effect of orazipone (OR-1384; 60 �M) on LPS-induced NO pro
duction in J774 cells, when orazipone was added to the cells simulta
neously or 6 h after LPS (10 ng/ml). The cells were incubated for 24 h, and 
nitrite was measured in the culture medium by Griess reaction as an 
indicator of NO production. The values are mean � S.E.M. (n � 6). ��, 
P � 0.01 compared with cells treated with LPS alone. c, effect of orazi
pone (OR-1384) on LPS-induced NO production in J774 cells, when the 
cells were exposed to LPS and orazipone for 4 h. Thereafter, the culture 
medium was replaced with fresh medium that did not contain LPS or 
orazipone. The incubation was continued for another 20 h before the 
samples were collected, and nitrite was measured by Griess reaction as 
an indicator of NO production. The values are mean � S.E.M. (n � 6). ��, 
P � 0.01 compared with cells treated with LPS alone. 

To investigate the mechanism how orazipone lowered iNOS 
expression and NO production, we studied the effects of orazi
pone on iNOS and luciferase mRNA expression induced by a 
combination of proinflammatory cytokines [cytokine mixture of 
tumor necrosis factor (TNF)-�, interferon (IFN)-�, and interleu
kin (IL)-1�; 10 ng/ml each] in A549/8-pNOS2(16)Luc cells. The 
combination of proinflammatory cytokines was used to induce 
NO production in these cells, which produce only low amounts 
of NO when exposed to LPS. The effects of orazipone were 
compared with those of PDTC, which prevents the activation of 
NF-�B, an important transcription factor in human iNOS ex
pression, and thereby inhibits iNOS expression at the level of 
transcription. 
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iNOS mRNA and luciferase mRNA were measured by 
quantitative RT-PCR after 6-h incubation with the combina
tion of cytokine mixture and the drugs. Cytokine mixture 
induced iNOS mRNA expression, which was inhibited by 
orazipone (OR-1384; 60 �M) and PDTC (100 �M) (Fig. 8a). 

In A549/8-pNOS2(16)Luc cells, luciferase gene expression 
is controlled by full-length human iNOS promoter. In this 
experiment, luciferase mRNA was used as a reporter of iNOS 
promoter activity. Unstimulated cells expressed a basal level 
of luciferase mRNA as a marker of some iNOS promoter 
activity in resting cells, which was expected according to 
previous data (Kleinert et al., 2004). To examine cytokine
induced portion of luciferase mRNA expression, the basal 
expression was subtracted from the luciferase expression in 
cells stimulated by cytokine mixture. Cytokine mixture in
duced luciferase mRNA expression, which was decreased 
by both orazipone and PDTC (Fig. 8a). The inhibitory effects 
of orazipone and PDTC on both iNOS mRNA and luciferase 
mRNA were about equal compared with mRNA expression 
induced by cytokine mixture. These results suggest that 
orazipone inhibits iNOS expression mostly at transcriptional 
level rather than by regulating mRNA expression through 
3�-untranslated region of iNOS mRNA or by other post-tran
scriptional mechanisms. 

In A549/8-pNOS2(16)Luc cells, also NO production was 
inhibited by orazipone (60 �M) and PDTC (100 �M), but the 
nonthiol-modulating control compound OR-2149 (60 �M) was 
ineffective (Fig. 8b). The effects of the drug compounds on 
A549/8-pNOS2(16)Luc cell viability were tested. Orazipone 
and its derivatives (60 �M) did not affect cell viability in 
combination with the cytokine mixture in 24-h incubation. 

Effect of Orazipone on iNOS mRNA Expression and 
NO Production in the Presence of N-Acetyl-L-cysteine 
or Glutathione. To evaluate whether the effects of orazi
pone are dependent on the thiol-modulating property of 
orazipone, we tested the effects of orazipone in the presence 
of exogenously added thiols, i.e., N-acetyl-L-cysteine (NAC) 
and glutathione (GSH). J774 macrophages were preincu
bated with NAC or GSH for 1 h before they were stimulated 
with LPS to induce iNOS expression and NO production. 
iNOS mRNA levels (Fig. 9a) and NO production (Fig. 9b) 
were decreased by orazipone, but when NAC or GSH were 
present, the effects of orazipone were abolished. Likewise, 
the effect of orazipone on NO production was abolished in 
the presence of NAC or GSH also in A549/8-pNOS2(16)Luc 
human epithelial cells stimulated by proinflammatory cyto
kines (data not shown). These results support the assump
tion that thiol-modulating properties of orazipone are in
volved in the down-regulation of LPS or cytokine-induced 
iNOS expression and NO production by orazipone. 

Discussion 

Orazipone is a novel anti-inflammatory sulfhydryl-modu
lating compound that forms reversible conjugates with thiol 
groups in proteins and glutathione (Wrobleski et al., 1998). 
In the present study, we showed that the thiol-modulating 
compounds orazipone and its derivative OR-1958 inhibited 
activation of transcription factors NF-�B and STAT1, and 
iNOS expression in response to inflammatory stimuli. The 
latter effect was related to the ability of orazipone to inhibit 
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Fig. 8. a, effects of orazipone (OR-1384) and the NF-�B inhibitor PDTC on iNOS and luciferase mRNA accumulation in human alveolar epithelial 
A549/8-pNOS2(16)Luc cells. A549/8-pNOS2(16)Luc cells were stimulated with cytokine mixture (CM) containing IL-1�, IFN-�, and TNF-� (10 ng/ml 
each) in the presence or in the absence of the tested compounds. After 6-h incubation, the cells were lysed, and total RNA was extracted and converted 
to cDNA. iNOS and luciferase mRNA levels were measured by quantitative RT-PCR, and they were normalized against GAPDH mRNA. iNOS mRNA 
was not detected in unstimulated cells. The basal luciferase mRNA expression in unstimulated cells was subtracted from all values to obtain the values 
that stand for cytokine-induced luciferase expression. Cytokine-induced mRNA expression was set as 100%, and the other values were related to that 
value. The results are expressed as mean � S.E.M. (n � 3). ��, P � 0.01 compared with cells treated with cytokine mixture alone. b, effect of orazipone 
(OR-1384), its nonthiol-modulating control compound OR-2149, and an NF-�B inhibitor PDTC on NO production in A549/8-pNOS2(16)Luc cells 
stimulated with a combination of proinflammatory cytokines. After an 18-h period of serum starvation, the cells were stimulated with CM containing 
IL-1�, IFN-�, and TNF-� (10 ng/ml each) in the presence or in the absence of the tested compounds in a serum-free media. After 24-h incubation, the 
culture medium was collected for nitrite measurement. Accumulated nitrite was measured in the culture medium by Griess reaction as an indicator 
of NO production. The values are mean � S.E.M. (n � 6). ��, P � 0.01 compared with cells treated with cytokine mixture alone. 

Fig. 9. a, effect of orazipone (OR-1384) on LPS-induced iNOS mRNA 
levels in J774 macrophages in the presence of exogenous thiols. Macro
phages were preincubated with NAC or GSH for 1 h, and thereafter LPS 
(10 ng/ml) and orazipone (60 �M) were added. After 3-h incubation, the 
cells were lysed, and total RNA was extracted and converted to cDNA. 
iNOS mRNA levels were measured by quantitative RT-PCR and normal
ized against GAPDH mRNA. LPS-induced iNOS mRNA expression was 
set as 100%, and the other values were related to that value. The results 
are expressed as mean � S.E.M. (n � 3). ��, P � 0.01; ns, nonsignificant. b, 
effect of orazipone (OR-1384) on LPS-induced NO production in J774 mac
rophages in the presence of exogenous thiols. The cells were first incubated 
with NAC or GSH for 1 h before LPS and orazipone were added, and the cells 
were incubated for another 4 h. Thereafter, the culture medium was re
placed with fresh medium that did not contain LPS or orazipone, but it did 
contained NAC and GSH but not LPS or orazipone. The incubation was 
continued for additional 20 h before the samples were collected, and nitrite 
was measured by Griess reaction as an indicator of NO production. The 
values are mean � S.E.M. (n � 4). ��, P � 0.01; ns, nonsignificant. 

activation of iNOS promoter, which may well be explained by 
its ability to inhibit transcription factors NF-�B and STAT1. 

LPS-induced NO production has been shown to be de
creased in murine RAW264.7 macrophages in which gluta
thione was depleted by inhibiting its synthesis (Srisook and 
Cha, 2005). Because orazipone reacts with thiols in, e.g., 
glutathione, at least part of its effects on NO production 
could be mediated through inactivation of glutathione. In the 
present study, the effects of orazipone were abolished when 
an excess of glutathione or N-acetyl-L-cysteine was present in 
the culture, supporting the assumption that the effects of 
orazipone are mediated through its reactions with glutathi
one and/or thiol groups in intracellular signal transduction 
proteins. This idea is further supported by the present re
sults showing that the nonthiol-modulating derivative of 
orazipone (OR-2149) did not affect NF-�B or STAT1 activa
tion, iNOS expression, or NO production. Recently, protein 
glutathionylation has become of interest as an important 
post-translational modification that serves to transduce re
dox signals (Ghezzi, 2005; Gallogly and Mieyal, 2007). There
fore, we studied the existing literature to find out whether 
glutathionylation of transcription factors NF-�B or STAT1 
has been documented to have functional consequences that 
could explain the present results. We did not find reports on 
glutathionylation of STAT1. Glutathionylation of p50 sub
unit of NF-�B has been reported to inhibit its DNA binding 
(Pineda-Molina et al., 2001). However, in the present study, 
we found that orazipone inhibited nuclear translocation of 
NF-�B. Another explanation is that orazipone targets some 
of the TLR4-receptor-activated signaling mechanisms up
stream of NF-�B and STAT1 either by a mechanism related 
or unrelated to glutathionylation. 

In the present study, we found that orazipone decreased 
iNOS expression and NO production in a concentration-de
pendent manner in activated macrophages. LPS-induced 
NF-�B activation and iNOS mRNA accumulation were inhib
ited by orazipone, when measured after 30-min and 3-h in
cubation, respectively. For comparison, effects of an NF-�B 
inhibitor PDTC were tested, and it was shown to inhibit 
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nuclear translocation of NF-�B, along with its inhibitory 
effect on iNOS mRNA expression. PDTC has also previously 
been demonstrated to inhibit LPS-induced NO production in 
J774 macrophages (Ruetten et al., 1999). In the present 
study, we found that orazipone inhibited nuclear transloca
tion of NF-�B. In further experiments, we studied the effects 
of orazipone on iNOS promoter activity in A549/8
pNOS2(16)Luc human epithelial cells. In these cells, orazi
pone and NF-�B inhibitor PDTC inhibited the expression of a 
reporter gene that was under the control of human iNOS 
promoter similarly as the expression of iNOS and the pro
duction of NO. NF-�B is known to be an important transcrip
tion factor in human and murine iNOS expression (Kleinert 
et al., 2004; Korhonen et al., 2005), and inhibition of NF-�B 
by orazipone or PDTC resulted in decreased iNOS mRNA 
expression along with inhibition of iNOS promoter activity. 
These data together suggest that orazipone inhibits NF-�B 
activation and iNOS transcription, which leads to lowered 
levels of iNOS expression and NO production. 

In addition to NF-�B, another important transcription fac
tor in iNOS expression is STAT1 (Kleinert et al., 2004; Kor
honen et al., 2005). Orazipone and OR-1958 inhibited STAT1 
activation and iNOS expression. Likewise, JAK2 inhibitor 
AG-490 inhibited both STAT1 activation and iNOS mRNA 
expression in J774 macrophages. AG-490 has also previously 
been shown to inhibit LPS-induced NO production in J774 
macrophages (Salonen et al., 2006) and other cell lines (Cruz 
et al., 1999, 2001). JAK2 is regarded to be the kinase primar
ily responsible for phosphorylation and activation of STAT1 
(Leonard and O’Shea, 1998), and JAK2 inhibition leads to 
lowered STAT1 activity. These results suggest that the de
crease in iNOS expression and in NO production caused by 
orazipone may be partly mediated through the inhibition of 
STAT1 activation. 

The reaction between glutathione and the thiol-modulating 
compounds orazipone and OR-1958 has been shown to be re
versible (Nissinen et al., 1997). In addition, orazipone has been 
described to be labile in aqueous solutions (Vendelin et al., 
2005). Therefore, orazipone and OR-1958 might be partly de
graded during prolonged incubation periods (e.g., 12–24 h, 
which we used in the present study). Orazipone extensively 
reduced NF-�B activation in J774 macrophages when mea
sured after 30-min incubation and iNOS mRNA expression 
when measured after 3-h incubation, whereas it was less potent 
as an inhibitor of iNOS protein expression and NO production, 
which were measured after 24-h incubation. When the cells 
were incubated with LPS and orazipone for only 4 h (which is 
enough to induce iNOS) and then cultured in fresh medium 
(without LPS and orazipone) for another 20 h, orazipone was 
more potent as an inhibitor of NO production than in experi
ments where the cells were incubated with LPS and orazipone 
for 24 h. Therefore, we concluded that orazipone might have 
been partly degraded or its effects deteriorated during time in 
the culture, and while LPS was present its effects overcame 
those of orazipone. Therefore, it is possible that our experimen
tal conditions (24-h incubations) may underestimate the po
tency of orazipone. This is in line with the studies in colitis 
models, where orazipone seemed to be more potent when it was 
given locally (intracolonic administration) than systemically 
(Wrobleski et al., 1998). 

Orazipone has been tested in models of inflammatory bowel 
disease, with favorable results (Wrobleski et al., 1998), and it 

has been reported to ameliorate intestinal radiation injury in a 
rat model (Boerma et al., 2006). Orazipone also has been shown 
to have beneficial effects in an animal model of asthma (Ruot
salainen et al., 2000) and to have antieosinophilic activity in 
human cells (Kankaanranta et al., 2006). Orazipone has been 
previously shown to inhibit IL-1�, TNF-�, and IL-6 production 
in human monocytes (Wrobleski et al., 1998) and TNF-� pro
duction in human mast cell line HMC-1 (Vendelin et al., 2005). 
The present study extends the previous data by showing that 
orazipone inhibits activation of inflammatory transcription 
factors NF-�B and STAT1, and iNOS expression in activated 
macrophages and epithelial cells. At least part of the benefi
cial effects of orazipone in colitis could be explained by low
ered iNOS expression and NO production, because selective 
inhibition of iNOS has been shown to ameliorate inflamma
tion in 2,4,6-trinitrobenzenesulfonic acid-induced model of 
colitis (Kankuri et al., 2001; Menchén et al., 2001) and in 
dextran sodium sulfate-induced colitis in rats (Rumi et al., 
2004). More importantly, the observed inhibitory effects on 
the activation of NF-�B and STAT1 are probably involved in 
the general anti-inflammatory mechanisms of orazipone be
cause those transcription factors regulate the expression of 
various inflammatory factors in addition to iNOS. Moreover, 
the anti-inflammatory effects of glucocorticoids are mainly 
transmitted through suppressed NF-�B-mediated transcrip
tion (Clark, 2007). 

In conclusion, we have shown that orazipone and its deriv
ative OR-1958 inhibited activation of NF-�B and STAT1, and 
iNOS expression and NO production in response to inflam
matory stimuli. Therefore, they are candidates for the treat
ment of inflammatory diseases whose pathogenesis is related 
to the activation of those inflammatory factors. 
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