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1.NF-Kk BB A

#EF-kB (NF-kB)/RelEEEIENF-kB2 p52/p100, NF-kB1
p50/p105. c-Rel. RelA/p65F0RelB. XLBRRTEI_RIERREFHN
{EM , ATAPERZRE  HUTXNASHARNEY IR | SFEXMN
EMMRE. KA. MBRM. BRRABSIIHERERL. T8 (5
B ) {55188+ . NF-kB/RelBERSIKBEBEAH SRR, (24
BERF. BESHELPS). ELEAFUBINRZHEE—MKKEAE ( IKK
B. IKKa FINEMO ) , EEISIKBELMEML. kBB SEERESZ
RUUAREOMRIER , BAMNF-B/RelSSAIK, iEMNF-kB/RelSA&K
H—SHEIEEED (HEML. ZBHL. R ) (ERRNE  HiSEAR
¥, EEARRR B ARMERET , ©IFAP-1, EtsFiStat , HHEIE
SEFERZX, T ( sFRDIELH ) NF-kBiligH , NF-kB2
p100/RelBEAMEMIBIRPEE, ESHESBIZHN—1FE 818
LTBR. CD40F0BR3 , BEMANIK , AINKRIIHKEE KKoG A, [T
EIGNF-kB2 p100RY CHEE BBRLML, NF-kB2 p100KIRSEEHL ST E
3% HEBEAMKINTANF-kB2 p52, XEAIF4EBREREEN
HINF-kB p52/RelBEATK , HitiEAEZ , BIESANERFA, Hlb
{RRRNF-kBRI—EE 3 ROBENFIRFN SRR A,

ZRUBEZE (—HEHFRNEAR ) HFE—RISHNSERT
 BHERANEARS %  NhELEEERS 7, HFNEEERTSRYT
2IBANTRE. XUASTHROMEIEZREN S50, EENINERES
. RENERORNEM. 08, ThEE. BTHHRERHEEHLEEN
(M. Bt , EhESTHIRMEM. BE. AT, S, &8, BRFE
. BRETD. E562 RHEE. XERBFNFINERZNBE
o ZEUSHE. LDNESFHEEORABEIIEX. Bt  (EEFEREY
WERRN—EAER | CERRARR. FRMBYHFES.

2.NF-kB Signal Pathway schematic diagram
NF-«B Signaling
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Amplification cusves of primers Melting peaks of 23 primers

Agarose gel electrophoresis of PCR product
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All In One Signal Pathway Detection
SYBR Green Real Time RT-PCR Superkit 2.0

( Immunity and inflammation : NF-kB Pathway )
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2. FiH B 2E—HicDNAGKRYERGReal Time RT-PCREFZE
HNEMEs. bufferflSRMS IMEESHES.

3. AFRLURER 2RNAJIENR , 4350507 gDNA Remover , T4
R —HEcDNAREIRY XERRNAZERH E EEFERIODNAMKE. HiER
E8cDNAZIS HRENT ERALHARFDEM2xSYBR Green Mix
LR SIS SER R E RS CERPCRIENS 1B TEERHRE
HRLRIEUSH.

4, FREA  AXHRRIET B SNF-«B Signal PathwayFraHE
ERNNERS SR RRPCRITIGS MR AL | BrE3 11 1~
IBRRIMSEBENSRMERE | BikEHR—,

FRERS : ZN-SP712

R - B, -20°C , {RR25F,
FAHRIREESI BRI R AARIT BR M | BEBIRGUMENS
WA RN R , RNTER  FAEETFRENRERNEEN
e,

HARER
1. E—HcDNASHES
Component ZN-SP712-01 ZN-SP712-02 ZN-SP712-05
Oligo dT Primer (0.5 ug/il) 10 ul. 20 pl 50 pt
Random Primer 405 pa/hl) 10 pt 20ul S0
2xZN R Reaction Mix 100 1L 200 pl. 500 uL.
Script R1/Rt znzyme Mix 10 i 20pl S0 b
gBNA Remove” 10 pL 20)1L S0 L
DNase/RNase free ddH.O 250 ut 500 L 2mb

@1° gDNA RemoveSSHDXBMEDNA. ERRAERIZISBEEDNA, (BRFLK
#RCDONAREISEDNA,

2. PCRAR
Component ZN-SP712-01 ZN-SP712-02 2ZN-SP712-0 5
2xSYRR Green Premlx EX -Taq 2.5mL SmL 12.5 mL
ROXReference (( 50x ) ” 100 pt 200 L 500 uL
ROX Reference |l ( 50= ) & 100 L 200 ul 500 pL
DNase/RNase free ddH,0 2ml 4mL 10mL

©® 1* NIGRERIBMY . iEATFApplied Biosystems 7500/7500 Fast Real Time PCR
System , Agillent MX3000/300SP.

® 2" PEGREIGIEREL . iEFATFApplied Biosystems 7000/7300/7700/7900/7900Fast/
StepOnePlus Real-Time PCR System,

@ 3*ROX Reference H;REEAIFISOME . LAFNERRUAZFTBBHIROX
Thermal Cycler Dice Real Time System !ll (CodeNo.TP950/TP970/TP980/TP990)
Thermal Cycler Dice Real Time System Lite ( Code No. TP700/TP760 )
Smart Cycler System/Smart Cycler Il System ( Cepheid )
LightCycler96/480 System ( Roche )
CFX96 Real-Time PCR System ( 8io-Rad )
i ARBFIMROXAMWNES , HRPTIBINZAS.

3. NF-kB Signal Pathway specific primers
( FHJ|EHFTLTHAETNEER , TFaRRErRKRESRER )

Primers List ZN-SP712-01  ZN-SP712-02 ZN-SP712-05
IL-1R Primer Mix 30 L 60 ul 150 pL
MyD88 Primer Mix 304t 60 pL 150 L
IRAK1/A Pnmer Mix 30wl 60 pl. 150 pl
TAK1 Pnmer Mix 30 4L 60 ul 150 L
TABV/2 Primer Mix 304L 60 pL 150 pit
TAB2/3 Primer Mix 30 ul 60 pl 150 it
IKKa Primer Mix 30 pL 60 pL 150 pL
Humo GAPDH Primer Mix 30 L 60 L 150 il
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1. PHRE—HEONASHL
Component Volume Comment

Total RNA/MRNA™ 2-7u (2-3ug )  SOng-SHg

Oligo d1 or Random Primer 6(0.5 pg/ul.y 1L o] ZiE—hOA
2xZN RT Reaction Mix 10 pt
Script RT/R| znzyme Mix 1l

gDNA Remove LT¥]

DNase/RNase free ddH20% to 204k HRIBRNATRIZ S

Total Volume 20 uL

© 1 EBRNAIKSRAH2-3ug, EERBERINS0 ng-5 HgRETTEMANLRNAIEGRS
R,

@ 2* Ofigo dT or Random Primer SJLAEEE—FION, BATLAURIBIERRR2MESIINA
0.5~1¢pL,

@ 3¢ PBBDNase/RNase free ddH,ORRE, EARBLZERN20 UL,

BLUEEESRSE  BTF42 "OKERPEE30 min, 988 —8DNA , FDNase/RNase
free ddH20IEA4 TR/ ( cDNANERF3~10/BHRR ) | H{TEHQPCRRA.

HFEPARURRNA , BISEFURRNA, Z#%R511. DNase/RNase free ddH205624 (8
uL) , 65°CHAMS min , BET X LEE3 min , BHLEEINAMNRESEERI2 UL,

2. QPCRIZMI{FAZE: HEFFSRE20 pL

Component Volume Comment
2xSYBR Green Premix EX-Taq 105

Primer Mix1* 1l 10 umol/L F/R
cDNA 2)L

DNase/RNase free ddH,0 Il

Total Volume 20 uk

@ 1* Primer MixJg 355 |11FI0 T3 IMRAISAIRREM, REINERTIFREIO uM.

02" SEAVBIENMROX, QIDNase/RNase free ddH,ONIAN6.6 uL,

3. QPCRRMEt: HEEEFHSL

QPCR stage Temperature Times Cycles
Preincubation 94 C 30s 1
94 °C 5s
Ampllfication™ 40
3 b oR 356
98 C 105
Melting 65 C 60s
98 C 10s

®1° HIRUEPCRIEMEVSHHE, I RNFERZY H.

023 B\ AR ESF N AMBS SRR IPMSE, SEHmiRE
89, AZRERE.
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1. BRRISERBBIORNaseiSR, MBEANEOERRLEHA

RNase-free,

2. RUUsEEARRBORNAZR, ATREBGHICNRE, FER
RNABRREAMETS00 ng, #7F2~3 pg.

3. HYRIVARBSH, HFEEHBRRNAEIREDNase/RNase
free ddH,OLWMOEKR, REBLRESHER.

4, 8. bufferREMSIMRITEBRRESH, AUENIERIE
BRE, ERANSHESSEKR CBE,
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