3. 35811 1N13398 (Method)
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3.2 M35A339IANI5ZAD TNF-alpha, IL-10 #az IFN-Y 1ag35 ELISA

11A19019A529%a CVL wasemdSuialdsan uazianiseay TNF-alpha, IL-10
uaz IFN-Y 1835 ELISA 10014 commercial kit (PeproTech Inc, Rocky Hill, USA.)

3.2.1 msvidsymldsaulu cvL

1héet1ansnwiia CVL vesdndeifiwadihnuagniadndluszozusn (LSIL) $1uau
100 570 1195291105110 11J5A1 10875 Bio-Rad Protein Assay

1. 19383 bovine serum albumin (BSA) standard solution Tﬂngmﬁamarﬂuﬁﬁudau
(Serial dilution) ﬁﬁmmﬁmi’fn 1.2-10.0 pg/ml uaziiuaag dilution U1 Lﬁ@ﬁgn standard curve

wonsum lusanludediansie cve,
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2. Yila standard solution AITUIU 1.2-10.0 pgml asluvasanaassnnuTuT AL
800 pl uazthila CVL asluvinoanaansniog1sas 800 pl
3. UiJan Dye Reagent Concentrate (Bio-Rad) asluvasananosunazvasngag 200 pl
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5. Jammsganauna’ Auin3 g spectrophotometer NAWEIINAU 595 11 11IUAS

3.2.2 M3%152A1 TNF-alpha, IL-10 uag IFN-Y

1. IndoY capture antibody (antigen-affinity purified rabbit anti- hIFN-Y + 2.5mg D-
mannitol) AWITNAY 1 pg/ml A9 ELISA plate mquaz 100 pl Jadwazvufigungiives 16-18
Falu

2. 99 capture antibody aammzé’nﬁ'w wash buffer (0.05% Tween-20 in 1xPBS) ¥iquay
300 pl 4 a%s Taoime plate S URDTA wash buffer 1¥Hua

3.1 block buffer (1% BSA in 1xPBS) ¥quaz 300 pl unstiufigangiiiesotiaios 1
Flug

4. 99 block butfer ®oN 1Az 8193890 wash buffer (0.05% Tween-20 in 1xPBS) nguaz 300
pl 4 n$1 Tnoime plate Fufiftons wash buffer 1A

5. 1301 human IFN-Y, IL-10 and TNF-O standard lagazgniseviadiudidudau (serial
dilution) 1 #iad19191n 2.0-0.0 ng/ml § M5 human IFN-Y, TNF-OL standard t1az130919 141
AU 3.0-0.0 ng/ml F1115V human 1L-10 standard 1WOE319 standard curve 115110l
human cytokine

6. 1AW CVL sample 110¢ human IFN-Y, IL-10 and TNF-Ol standard u@iag dilution 831y
ELISA plate HQuag 100 pl (triplicate) ﬁnﬁqmwgﬁﬁ'madnﬂ'ﬂﬂ 2 1T

7. 99 human IFN-Y, IL-10 and TNF-QU standard (ta2 CVL sample 2ONLIATAINIY wash
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buffer MQuaz 300 pl 4 59 TaBiA1e plate AUAUNONS wash buffer 1¥vua

8. 1AW detection antibody (Biotinylated antigen-affinity purified rabbit anti- hIFN-Y + 2.5mg
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D-mannitol) ANMANTY 1 pg/ml asly ELISA plate wauaz 100 pi Jarhuaziivfigumgiiios
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9.9 detection antibody 0ONUAZAINAIY wash buffer HaNAZ 300 ul 4 AT9 TALIATE plate

' ¥
FURUNDNS wash buffer 1inua

10. 1Y avidin-HRP conjugate (1:2000) aslu ELISA plate ¥iquag 100 pl nagyun
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11.99 avidin-HRP conjugate 00N 11azd19820 wash buffer iauaz 300 pul 4 A5e laviAg
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12. 191 ABTS Liquid Substrate (substrate solution) aslu ELISA plate viquag 100 pl uae

uiigaunniies 10, 20 waz 30 WIN JARIMsRANTEUNTINAMVEINAY 405 LAz 620 W1 TUINAS
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201399 ELISA plate reader
3.2.3 ELISA normalization of TNF-alpha, IL-10 and IFN-Y in CVL

Tao1hA 11 udU03 TNF-alpha, IL-10 uag IFN-Y #1381 luudaz sample wmsiu
manudnduvesSuiaTdsaunialaluudas sample M ldiuaududuvos TNF-alpha,

IL-10 uaz IFN-Y Awnlu cVL vesdihouaazau

3.3 Msaia RNA 9Inddeiasuiehnuagn

L

ﬁﬁ:uu'?yaﬂmmgﬂmﬁﬁﬂ RNA vl AllPrep DNA/RNA mini kit (Qiagen) A1335904
Kit Gaft

1. uasuiiie uaziAy RTL Plus 300 ul Slum3esi 10,000 pm et 3 i

2. 99 supernatant 64 All Prep DNA spin column iflum%tmﬁ 10,000 rpm Furan 30 i
STNIIPAE AllPrep spin column a4 collection tube S l¥1l dmsumsana DNA eldluamduy

3. 1@ 70% ethanol 300 pI a¢lu flow through fieglu collection tube S wern T
pipette 1119 uazﬂﬂﬁywmaﬂu RNeasy spin column ‘f]um%mﬁ 10,000 rpm sﬂu13a1 15 21N ‘ﬁﬁ
flow through

4. 1A% buffer RW1 700 pl 11 RNeasy spin column 1u%30# 10,000 rpm funan 15

Y
UM N4 flow through

5. 1a% buffer RPE 500 pl 1u RNeasy spin column Yutn3u391 10,000 rpm 1ium 15

v

N N4 flow through

6. 1A% buffer RPE 500 ul Tu RNeasy spin column YUl 10,000 rpm Wuna 2 uii
N4 flow through

7. 319 RNeasy spin column Tu 1.5 ml microcentrifuge tube ou 111 1AW RNase-free water 50

ul Yunvadi 10,008 rpm a1 1# 'RNA #1dAUH gungil -80°C
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3.4 AN Reverse transcription {ag N3AIIVABVA/UNN cDNA

111 RNA ﬁﬁﬁ’ﬂ"lﬁlmﬂé’mﬁyﬂ convert 111 cDNA ANATIA Reverse transcription Taoly
oligo dT primer LAZATIVADUVAMAIN cDNA w1 1119 lunsasreszdumsuanioonvossu
IFN-Y, IL-10 1o TNF-OL %3 RNA gmﬂ%nuﬁ]u cDNA laol% SuperScript’” 11l First-Strand
Synthesis system (Invitrogen) 5]?3 mastermix Usenoul1de 25 mMm MgCl,, 10 mM dNTP, 10xRT
buffer, 0.1 M DTT, 200 U SuperScriptTM I, 40U RNaseOut, 50 LLM oligo dT, RNA template 6.5 il
Usmasganiold cDNA iy 20 w1 gaingiinldie 65 °C 5 uaft 42 °C 50 waFt wae 70°C 15
U UAZATIVADUAUNINYBY cDNA 1a0A529MT GAPDH gene 42037 PCR lauld GAPDH

primers (18 PCR condition A9 94 °C 5 W% 94 °C 1 w141 50 °C 1 W% 72 °C 1 w1 uag 72°C 10

=
UM

3.5 MINIIVIATTAUNIUAAILONUYBIIU TFN-Y, IL-10 Maz TNF-OL 10835 Quantitative real

time PCR

Standardize PCR condition 19619 cDNA fg3ou91n PBMC menadeu primers L0
condition Y99 B-actin gene (House-keeping gene) 110 IFN-Y, IL-10 t1ag TNF-OL gene mm‘fuﬁ%’n
Standard curve ¥®9 IFN-Y, IL-10 uag TNF-OL gene 1At cDNA 483 PBMC zgnidoniailuddy
a9 (Serial dilution) 1A Az dilution 17 amplify Taol% primer LA probe ﬁﬁuwwﬁn IFN-Y,
IL-10, TNF-OL t1¢ B-actin gene

I3TAVMSUAAIBONYDY IFN-Y, IL-10 Ay TNF-OL gene 1aold Hydrolysis probe LAY

. : .Y . : o :
specific PCR primer I8¢ normalize #38 B-actin gene (House-keeping gene) A9/13 199 1



M990 1 SIAULE 1AZUUIA PCR product Y84 primer N 1%

PCR
Genes Primer sequence (5°-3") product
size (bp)
IFN-Y F: TCAGCTCTGCATCGTTTTGG 120
R: GTTCCATTATCCGCTACATCTGAA
TP: FAM CCAAGACCCAGACATCAAGGCGCA TAMRA
TNF-QOL F: TCTTCTCGAACCCCGAGT GA 150
R: CCTCTGATGGCACCACCAG
TP: FAM TAGCCCATGTTGTAGCAAACCCTCAAGCT TAMRA
1L-10 F: GTGALTGCCCCAAGCTGAGA 138
R: CACGGCCTTGCTCTTGTTTT
TP: FAM CCAAGACCCAGACATCAAGGCGCA TAMRA
-actin F: TCACCCACACTGTGCCCATCTACGA 294

R: CAGCGGAACCGCTCATTGCCAATGG
TP: FAM ATGCCCTCCCCCAYGCCATC TAMRA






