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Effect of Jeseupwiryeongtang-Kamibang(JWRTK) on atopic
dermatitis-like skin lesions induced in NC/Nga mice by mite

antigen stimulation

Na Dong Kyu, Kim Yun—hee, Han Jae—kyung, Kim Yun-hee
Dept. of Pediatrics, College of Oriental Medicine, Dae-Jeon University

Objective We wished to examine closely effect that Kami-JeSeubUilYeongTang medicines used to atopy
dermatitis disease patient get in atopy eruption control experimentally

Materials and Methods. Atopic dermatitis (AD) usually develops 1n patients with an individual or family
history of allergic diseases, and is characterized by chromc relapsing mflammation seen specially in childhood,
association with IgE hyperproduction and precipitation by environmental factors. However, the exact etiology
of AD has been unclear. To further explore the pathogenesis and treatment of AD, a suitable animal model 1s
required. We found that skin lesions, which were clinically and histologically very simular to human AD, mite
antigen—mduced dermatitis on the face, neck, ears and dorsal skin of mbred NC/Nga muce.

Result and Conclusion Kami—jeseupwiryeongtang(JWRTK) medicines controlled CD3+/CD69+, CD4+/CD25+,
B220+ /IgE+, and B220+/CD23+ revelation that an experiment that motive allergy immune reponse because an
m vitro experiment stimulates splenocytes of a NC/Nga mouse same time by PWM, and mterleukin-4, eotaxin
2, CCR3, TARC mRNA outturn that bear m splenocytes decreased remarkably by
Jeseupwiryeongtang-Kambang(JWRTK) medicines

Thl cell and Th2 cell observe to be shifted by secretion amount of IL-4 and IFN-y by
Jeseupwiryeongtang-Kamibang(JWRTK) medicines could know that Jeseupwiryeongtang-Kambang(JWRTK)
medicmes can use usefully i allergy autoimmnune diease.

Key words. Jeseupwiryeongtang-Kamibang(JWRTK), Thl cell and Th2 cell, IL-4 and IFN-y, eotaxin 2,
CCR3, TARC
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1. A&

1 Aok 2 717]

(1) Aok
£ Agd AMgE A9 diethyl
pyrocarbonate(DEPC), 3-4,5-dimethyl-

thiazol-2,5-carboxymethoxyphenyl-2,4-sulfo
phenyl- 2H-tetrazolm(MTS), 2,7,~dichl-
orodihydrofluorescin diacettate (DCFH-DA),
complete adjuvent, chloroform, collagenase,
RPMI-1640 #i%¥9, isopropanol, A8+ €3
HARBC lysis solution), ethidium bromide
(EtBr), dulbecco's phosphate buffered saline
(D-PBS), formaldehyde, lamide, magnesium
chloride(MgCl2)= Sigmail (US.A) AFE A}
£31gien, fEotdH(fetal bovine serum,
FBS)® HycloneAHLogan, USA) AES,
anti—-CD3~PE(phycoerythrin), anti-CD4~-
FITC(fluorescein isothiocyanate), anti-Grl-PE,
anti-CD8-FITC, anti-CD25-PE, anti-CD28-PE,
anti-CD11b-FITC, anti-IgE-FITC anti~B220-
PE, anti~CD69-FITC, propidium iodide(PI)<}
RNase+ PharmigenAHTorreyana, U.S.A.) A|
F%, rhlL-18, rhTNF-a& R & D systemA}
(Minneapolis, U.S.A) A= ARgsigen, 7]

o Au NS §F Ak AHgRTh

(2) 7171

B AR AR Ve €BFE01ds,
Korea), rotary vaccum evaporator(Buchi
B-480, Switzerland), freeze dryer(EYELA
FDU-540, Japan), CO2
scientific Co., U.S.A.), clean bench(Vision

incubator(Forma

scientific Co., Korea), autoclave(Sanyo,
Japan), micro-pipet(Gilson, France), water

bath(Vision scientific Co., Korea), vortex

mixer(Vision scientific Co., Korea),
spectrophotometer (Shimazue, Japan),
centrifuge(Sigma, U.S.A)), deep-freezer

(Sanyo, Japan), thermocycler system(MWG
Biotech.,
scientific Co., Korea), homogenizer(OMN],

Germany), ice~maker (Vision



BREEES

kB0l NC/Nga mices] OtEm &

oMo 0IXlE 88 #7395

=

U.S.A), plate shaker (Lab-Line, USA) %
ELISA reader (Molecular Devices, US.A)
£ ARR3ISIT

2) T

&7 7% 9] SPF NC/Nga mice (15-20g)&
Charles River Japan (Yokohama, Japan)AFoll A
TEEUL FES APILA nHAIS(FA
A F247h FEALE Coldl BE FE3I] TF3)
I L& 22+2T, humidity 55+15%, 12X]%F
(ight-dark cycle)®] &AdA 157 HLA
= Agl| AFg-3HSiT

3) Reagent

2 A AMES IRBRREFEY AT
HEEHITE, Po Faon, A8 FAlE
< WAdEn F4b i Yol 79, ZAs)
o AbE3Aa, & He) ue B g9 g
tH(Table 1).

Table 1. Prescription of Jeseupwiryeongtang
-Kamibang(JWRTK)¢] A HFA

B EEH AE(g)
HEE Poria 15
i Atractylopis Radix 10
. Atractylopis Macrocephalae 10
Radix

B #b Magnoliae Radix 10
& F Gardeniae Fructus 10
B5 & Ledeboutiellae Radix 10
5% Poliporus 10
- Alismatis Radix 10
NI | Akebiae Caulis 10
F o Talcum 10
5: 53 Citr1 Pericarpium 10
H B Glycyrrhizae Radix 6
Total

amount 12l

4) JWRTK FZ£& 247
JWRTK 242g°ﬂ 2zt F54 2,000mE 7}t
o gF 227)0A 3T 2Be] P& AL
1

A ddFsd oF Y ZFAA(Rotary

ol

evaporator, BUCHI B-480, Switzerland)& %
39, olg YA 4 Ux7)(Freeze dryer,
EYELA FDU-540, Japan)g °|&3te &3 7
Z3%F JWRTK FEE8023.4g)s 3% HIA-8
40)aA A3 FE2 34 3te] A3

2. /ézﬂ uol-ul

1) A5 HAL

(1) Mouse Lung Fibroblast cells (mLFCs) %

Balb/e AF 9 AA lung fibroblast A|E=
BALB/c BF 9 A4 # Z23& cool D-PBSZ
33 Adg = Fe xZtoz2 AU Ug,
conical tube(15m)o] @< 1,400 rpmellA 5&
7+ YAEY3} L, tubeo DMEM {containing
collagenase A(bmg/m{, BM, Indianapoilis, IN,
U.SA)¢} DNase type [(0.15mg/ml, Sigma),
antibiotics (penicillinm 104U/mé, streptomycin
10 mg/mé, amphotericin B 25ug/ml)}& ¥
37T COg Hik7|o A 2413 &<t w)oka}lich.
0.5% trypsm-0.2% EDTAS #7}% & 3087
AL EF3Qich Mg T AMAS AT
ok 23 1500 rpmollA QAR
DMEM-10% FBSel 159 &<+ sjdsiinh 1
F4d F 0.5% trypsin-0.2% EDTAE mLFC Al
¥E &3 DMEM-5% FBS uj%kdd]

o

105cells/m 52 20| 96 well plated] &
313

2 AIESA &4

AE=AQUE L SRB assay®?g ozt wa

ko] A¥el ARSIt mLFCs MEE 377,
5% CO2 ¥ &7]elA 1A17F vl F JWRTK
FEEET TE 200ug/mt, 100ug/mb, 50ug/me,
10ug/me, 1ug/mb)S 48417 B¢+ A stgint. uf
FFE Foll Y E HE T AdgF Ao
23 AFsgch. 2+ welldl 50% TCA
(trichloroacetic acid)® 50iE 7}slx 1413+
St AT FAFAT. FFHFE 53 AFHE o
& well plateg 37] oA 712351t} SRB
(0.4%/1% acetic acid) &4 100ub/wellZ. 7}
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st A2ellA 3083 dAs. 282 0.1%
acetic acid £H 0 F ¢k 453 HHI & 77
Zo A AZsE 10mM Tris Base& 10044
/wellZ2  £3(AIZ Y. ©] plateE plate
shaker(Lab~Line, US.A)9|A 3.5 speed® 5
£7F shaking®}il ELISA LEADER(molecular
devices, US.A)MA 540melA EFEE 54
a3t

PBMC and spenocytes
NC/Nga-induced atopic
dermatitis model mice

2) In wvitro
cultured of

(1) Spontaneous dermatitis in NC/Nga mice

Conventionaldr ArefollA  AFS3ta  [gE
hyperproduction®] ¥ 185F# 2] NC/Nga A3
g A3t FoA capillary #E 0] &3l
10009 A2 A3t A FqollA &
A& st IgE &3S S33t 50us/ml ©
451, g 27le] Jehd NC/Nga miceE
Azl Ao AHE-sksith

(2) Atopic dermatitis—like skin NC/Nga mice

o] PBMC¢} v|ZAE £ 9 o<
@® PBMCS} B]GAE £

A¥d atopic dermatitis-like skin NC/Nga
mice) A AL AFI F vFLS FJEIIATH
A g PBSZ 108 3&% F
Hypaque-1077 (Sigma, USA)Z gradientE T+
£ % 2000rpmel A 10827+ QARS8 buffy
coatl4] PBMCA2E &8st 281 v
& &3l 100mesholl Al B 5te] RIZAEES
Ao 2000rpmeoliA] 5#-7F YAEEZE HEE 3
T3t 719 ACK €< (8.3g NH4Cl, 1g
KHCO3, in 1L of demineralized water +
0.lmM EDTA)E A-&olA 5% F<F A3
HETE £3A1717]132 thA] D-PBSE 23] A4
g & 0.04% trypan blue® AT F AXSFS
2g3isith. £ PBMCS HZANEE 24
well platedl 10% FBS-DMEM #jdd
5X105 Al E/well2 EF3th.

® FACS analysis in PBMC and splenocytes

& ol O
=

cultured
Atopic dermatitis-like skin NC/Nga micedll
Al 83 PBMCSF HIZ A EE 24 well plateci]
5X105 AlXE/wellE pokeweed
mitogen (PWM)< 10ug/mé3} InBkbRRE S8 M
Bk FEE(100pe/m) S 7ok 48A17F B¢t
A Slvh Wi F8 F PBMCS HAl
TE QIAF AN AR 23] A5, 4T
oM HIFFAME  AHAAEUY. 7
phycoerythrin (PE)-anti—-mouse CD3e, fluorescein
isothiocyanate  (FITC)~-anti-mouse CD69,
anti-mouse CD4-FITC, anti-mouse B220-
PE, anti-mouse IgE~-FITC, 28] 3 anti~mouse
CD23-FITCES ¥ 308 oA wheA
At ¥ F 33 o] ANAFAYHEFE
FAg T AL PFEA7] (Cytometry, BD,
USA)Z (CD3e+/CD69+, CD3e+/CCR3+,
CD3e+/CD45+, CD4+/CD45+, B220+ /IgE+
o} B220+/CD23+ 9] &8 AXFE B4
BAZ23WL CellQuest ZTE AW O A A
(%) HlES AEsAT
®  Quantitative
splenocytes cultured
@ wiE HFGAEA RNA &2
Atopic dermatitis-like skin NC/Nga mice®]
A 22T 9FAEE 24 well platedl 2x106
A¥E/well2  #F331  pokeweed mitogen
(PWM)S 10we/mt¥ BREBEBINNRYT FEE
(100pg/ml) 55 7Fstd 4AZE 5 FA vl 3
Pt g F2 F AT AE AAT F
RNAzolB 500E ¥ &slid w74 24F
g o] £ F-{H9] chloroform (CHCI3) 50
E H/RE & 1527 gA) EF3GT olE
dEol 15 #7F ¥A g F 13,000 rpmellA €l
A B3 3 ok 20049 FEHE 343k
2-propanol 200t % £3 § M3 EE
3 EgdA 156 B WA g T
13,000 rpmellA] €4 8¢ & 80% EtOHZ
FABLL 387t vaccum pumplA AFdh
RNAE FE3sH3ith

gFetu

real~time-PCR n

%23 RNAE diethyl
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A0k F 0] NC/Nga micell OEIl &

AHol OIX= 488 A3 o7

pyrocarbonate (DEPC)E A3 2049 &7
Toil =4 heating block 75TCoA B&A 3 A
% first strand cDNAZ34l 2183},

@ o % JA}_%%L_@/\ @ﬁ]u]—.&.

QA A} (reverse transcription) ¥H§-2 FH[H
total RNA 2pg€ DNase [ (10U/) 2U/tubeE
37T heating blockel A 30#3 ¥k-$-3 & 75C
oA 108 F<F HAAZ| L, ol 2.5u8 10mM
dNTPs mix, 1z48 sequence
hexanucleotides (25 pmole/ 25ux8), RNA
inhibitor24 1x4 RNase inhibttor (20U/u8), 1
14 100mM DTT, 4.54¢ 5XRT buffer (250 mM
Tris—HCl, pH 8.3, 375mM KCl, 15mM MgCl2)
g 71e ¥, 1 409 M-MLV RT (200U/ul)E
Al 7k3ta DEPC A2ld Z/RTEAN HF 5y
7b 20wt H =5 Sk3iTh o] 20 W EF
Ne F 4L H 2,000 rpmell A 57<7L LA
3t 37T heating blockd]A 60% &<+ HE-2-A
A first-strand cDNAE 4% 0L, 95Tl A
5% F¢F wAEted M-MLV RTE 2843 A
71 & o] d48E cDNAZ polymerase
chain reaction (PCR)9l| A}-&-3}9ic).

(© Real Time Quantitative RT-PCR

Real time quantitative PCRE Applied
Biosystems 7500 Real-Time PCR system
(Applied Biosystems, USA)E ¢} &3l 4345}
St

AHEE primerse U2 ZtHTable 2).

random

Table 2. Primer Sequence

Gene Primer Sequence
5|
G3PDH Forward TGAAGCAGGCATCTGAGG
G 3
5!
Reverse CGAAGGTGGAAGAGTGGG
AG 3
eotaxin2 LEFT ctgtgaccatcccctcatet
RIGHT cttatggcccttettggtga
TARC LEFT cccatgaagaccttcaccte
RIGHT actctcggectacattggtg
CCR3 LEFT cccgaactgtgacttttget
RIGHT cctctggatagegaggactg

1L-10 LEFT aagcagccttgcagaaaaga
RIGHT tgggaagtgggtgcagttat
5|
IL-4 Forward ACAGGAGAAGGGACGCCA
T3
5'
Reverse GAAGCCCTACAGACGAGC
TCA 3
interfero Forward 5'TCAAGTGGCATAGATGT
n-y CoTWer GGAAGAA 3
51
Reverse TGGCTCTGCAGGATTTTC
ATG 3
IL-2  Forward 5 atgcccaacsaaagcagagac

Reverse 5' tgagagaaccagggagctgt 3'

APl E7F] A2 wdEL2 SYBR Green PCR
Master mx (ABDE AM83H$13, internal
standard€ G3PDHZ A}&3}2 11, prlmer-'l] E=
Z5=7F 200 nMo] HA WHEAIFTE  Real
PCR9] F7e
pre-denaturation< 2min at 50C, 10mm 94
T, 283 40 cycles= 0.15min at 95T, 1
min at 60CA FFa3ct. JWRTK F473
& 72 internal standardZ G3PDHE Al&-3}
o target group®) Quantitative PCR

time quantitative

y = x(1+e)n

x = starting quantity
y = yield

n = number of cycles
e = efficiency

Z A4ksle] RQ (relative quantitative)E &
At

3. SAA=

o3 AgozBE AL R mpmaandt
standard errorZ 71393, H9%
Student's T-test &49H<& o] &3}

.
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1. JWRTKS] MEZ 54 AA}

1) Ax=A

JWRTK F&E9 AXE4E 4T 49, 1
oA 100pg/mt 7T A8 AEEGo] Y
ERGA] @ESkARE, 200ug/meoll 4= 85.4£2.82
94 AE FAE WERAART (p<0.05),
JWRTK FEE9 HEFAL #IHR Fdt
(Fig 1).

Cell cytotoxc (%) of contro)
o
f=]

20 1 * p=<D0s

cT 3 10 50 100 200
JWRT extract (pg/ml

Fig. 1. Cytotoxicity effects of JWRTK
extract on mouse lung fibroblast
cells(mLFCs).
Mouse lung fibroblast cells (mLFCs)
were pretreated with various concentration
JWRTK
extract The results are expressed the
meant S.E (N=6).
value compared with control group data by T
test (*p<0.05, *xp<0.01, ***p<0.001).
Statistically
with control group data by T test (xp<0.05,

#xp<0.01, **+p<0.001).

(Jeseupwiryeongtang—Kamibang)

Statistically significant

sigmficant value compared

2) In vitro, PBMC and splenocytes culture
of NC/Nga-mice
(1)  FACS
splenocytes cultured
@ CD3+/CD69+ & CD4+/CD45+ &4 T
A Zgo X Pk

analysis in PBMC and

27t F7H8 893 JWRTK FZ2E3 A%
AT A Fa2E UERNAL(Fig.2A) CD4+
XTE ES A, GG
of Hlste iRl AASA &8 THE F
7} stglem, JWRTK FE& FAMYE AdT
AE PBMCYA #94 Jd& &4 TAE oA
#2E £ IAG (0<0.001). LY vjAA
oA kel 7b §lAHFig.2B).
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Fig. 2. Inhibitory effect of JWRTK extract

on CD3+/CD69+ & CD4+/CD45+ positive
cells by JWRTK extract plus
PWM-stimulated  murine  PBMCs, and
splenocytes.

Isolated PBMC,
NC/Nga atopic dermatitis model mice were
either stimulated with PWM (10gg/ml) or
treated with JWRTK extract (100ug/ml) plus
JWRTK extract.
were not treated (normal, only cells),
co—cultured with PWM (Control), and with
PWM plus JWRTK extract for 48hrs. After
48h, the cells were harvested, and assayed

and splenocytes from

PBMC and splenocytes
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for CD3e+/CD69+ and CD4+/CD25+
positive cells by flow cytometry, and the
other methods for assay were performed as
and Methods.
Statistically significant value compared with

described in  Materials
control group data by T test (*p<005,
#xp<(0.01, ***p<0.001).

@ B220+/IgE+ & B220+/CD23+ &4 B
M XS] H| X 43k

B22+/IgE+ <1 &4 BAESFE #2T ZF
gl st dzato] 38 o] &4 Al
7} 72 814l JWRTK &2 A )k
ol A= PBMCS HIFAE EFolA {94
g ZAAE YEeH (p<0.0D(Fig.3A),
B220+/CD23+ ¢ &4 BAIXTE #&¢ 2
Bl vlst dzTol &4 BAEI FHE
3t 3L, JWRTK FEEH SAMYG A3TolA
T HAAARZAA 949 JE EHAE dAE
#Fe & YA (p<0.01)(Fig.3B)

-
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A

% -pellfl
p005

mPBMC (%)
o Splenocyles (36)

B & 8

B220°1ge* poative osll€l%)
= o
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L :

(=]

Normal PWM PWwM+ JWRT
30 B mPBMC (%)
ot Splanacytes (34}

25 1

20 4

BE20°COZT* ponbve calls(®)
=

Noraal PWM

PwmM+ JWRT

Fig. 3. Inhibitory effect of JWRTK extract
on B220+/IgE+ & B220+/CD23+
cells by JWRTK

positive
extract plus

PWM-stimulated
splenocytes.
Isolated PBMC,
NC/Nga atopic dermatitis model mice were
either stimulated with PWM (10gg/ml) or
treated with JWRTK extract (100ug/ml) plus
JWRTK extract. PBMC and splenocytes
were not treated (normal, only cells),
co—cultured with PWM (Control), and with
PWM plus JWRTK extract for 48hrs. After
48h, the cells were harvested, and assayed
for B220+ /IgE+ and B220+/CD23+ posttive
cells by flow cytometry, and the other

murine  PBMCs, and

and splenocytes from

methods for assay were performed as
and Methods.
Statistically significant value compared with
control group data by T test (*p<0.05,
*%p<0.01, ***p<0.001).

described in Materials

2. Real-time-PCR analysis on NC/Nga
atopic dermatitis model mice

1) NC/Nga mice® H|ZAM E| A Eotaxin 2,
CCR3, TARC mRNA F4z} &8 4
479 eotaxin 2, CCR3, Z8]3l TARC
mRNA #3482 22 RQ#tel 1 49
Z}z} 0.581, 0.208, 0072°|13, PWM
JWRTK F&£7% FAHIYE 243872 2T
o] RQ#te] 1 49 eotaxin 2, CCR3, 281
TARC mRNA 32} #&8o| 0.166, 0.619, 1
2)3 0.2032.2 eotaxin 29 TARC 47 28
< XA dA=HJL, CCR3 mRNA F& A}
WEe 35%0)F HAE JEMIATHFig.4).
HEotaxm 2 mRNA

12} W CCR3 mRNA

1 1 4 OTARC mRWaA
1

03 1

RQ of PWM (control)
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Fig. 4. Effects of JWRTK extract on
CCR3 and TARC mRNA
JWRTK  extract plus
PWM-stimulated murmne splenocytes.

eotaxin 2,
expression by

Isolated splenocytes from NC/Nga atopic
dermatitis model mice were either stimulated
with PWM (10 gg/ml) or treated with JWRTK
extract (100 uxg/ml) plus JWRTK extract.
Splenocytes were not treated (normal; only
cells), co-cultured with PWM (Control), and
with PWM plus JWRTK extract for 4hrs.
CCR3, and TARC mRNA
synthesized by real-time PCR was analyzed.
Botaxin 2, CCR3, and TARC mRNA express
were measured real-time PCR. The amount

Eotaxin 2,

of SYBR Green was measured at the end of
each cycle. The cycle number at which the
emission intensity of the sample rises above
the baseline 1s referred as to the RQ
(relative quantitative) and 1s proportional to
the target concentration. Real time PCR was
performed in duplicate and analyzed by a
Applied Biosystems 7500 Real-Time PCR
system.
2) NC/Nga AFe HAAMENA IL-4%

IL-2 mRNA f37 28 24

BT IL-4,9 IL-2 mRNA 32 23S
dzTe RQEel 1 ¥w 22z 0.01 3 0.415¢)
A, PWMI JWRTK F&E3F SASS 4
e hxTd] RQgtel 1 49 IL-4,9 IL-2
mRNA 742 #&o] 0.336,9 0462 IL-4%
IL-2 25 f3d4 23d& A4 A=A
(Fig.5)

B1L-4 mRN&

-
~

BIL-2 mRNA

ury

=3
o

RQ of PWM (control)
o o
-9 ()]

o
~N

Normal PWM

PWM+ JWRTK

Fig. 5. Effects of JWRTK extract on IL~4,
and IL-2 mRNA expression by JWRTK
extract plus PWM-stimulated murine
splenocytes.

Isolated splenocytes from NC/Nga atopic
dermatitis model mice were either stimulated
with PWM (10 gg/ml) or treated with JWRTK
extract (100 ug/ml) plus JWRTK extract.
Splenocytes were not treated (normal; only
cells), co—cultured with PWM (Control), and
with PWM plus JWRTK extract for 4hrs.
[L-4, and IL-2 mRNA synthesized by
real-time PCR was analyzed. IL-4, and IL-2
mRNA express were measured real-time
PCR. The amount of SYBR Green was
measured at the end of each cycle. The
cycle number at which the emussion intensity
of the sample rises above the baseline is
referred as to the RQ (relative quantitative)
and 1S proportional to the target
concentration. Real time PCR was performed
in duplicate and analyzed by a Applied

Biosystems 7500 Real-Time PCR system.

3) NC/Nga A#9 HZAME A IFN-y$}
IL-10 mRNA f32} @38 24

AATY [FN-y¢ IL-10 mRNA A7 &g
&z Rl 1 99 Z+z 0.01 # 0.05
2 FAAzE @dol dojux ¢m, PWM
JWRTK FE2EF FAMGE AL dizxd
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9] RQ#e) 199 IFN-y9} IL-10 mRNA &3
A gl 2239 2.0972 IFN-y¢} IL-10
25 2ujol A A Eel dASHA FUHENA
tHFig.6).
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Fig. 6. Effects of JWRTK extract on IFN~-y,
and IL-10 mRNA expression by JWRTK
extract plus PWM-stimulated murine
splenocytes.

[solated splenocytes from NC/Nga atopic
dermatitis model mice were either stimulated
with PWM (10gg/ml) or treated with JWRTK
extract (100ug/ml) plus JWRTK extract.
Splenocytes were not treated (normal; only
cells), co—cultured with PWM (Control), and
with PWM plus JWRTK extract for 4hrs.
IFN-y, and IL-10 mRNA synthesized by
real-time PCR was analyzed. IFN-y, and
IL-10 mRNA express were measured
real-time PCR. The amount of SYBR Green
was measured at the end of each cycle. The
cycle number at which the emission intensity
of the sample rises above the baseline is
referred as to the RQ (relative quantitative)
to  the

concentration. Real time PCR was performed

and is  proportional target
in duplicate and analyzed by a Applied

Biosystems 7500 Real-Time PCR system.
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