HaiGene MRNAEESEBEMRRAHR

—RNA#ZEY. /R3%R. RealTime PCR

®s AR A% g (7o)

B0201 TRIzol Reagent 100 ml 500

D0301 Golden MLV Reverse Transcriptase 10,000 U/50,000 U 300/1250

D1101 Rnase inhibitor 2,000U 120

D0401 Golden 1st cDNA Synthesis Kit 100T 1000

A2201 Golden HS SYBR Green gPCR Mix ~ 100T/500T/5000Tx20ul 300/1000/8500

A2301 Golden HS TagMan qPCR Mix 100T/500T/5000T*20ul 300/1000/8500

A0302 dNTP Mixture (10 mM each) 1ml 220

A1001 20XOligo dT(25)&Random Primer 50ul/1ml 50/500

S0105 Rnase Free TE Buffer 1mIx10 50

S0176 Rnase Free H20 1mIx10 50

P1507 GAPDHRZ514 (A 250Tx20ul Fu

P1508  B-actin@Z5|4 (A) 250Tx20l vk

P1509 GAPDHAZ514 (R 250Tx20ul a2

P1510 B-actinZ&3|4 (B 250Tx20ul Ho 3
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SO UDRNAGZEY | RNARSER | SYBR Green GPCR
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(R AT S e AN A v, R T DR DRI ) 5 sl e 0 ] DASRAS BRAR A EG 45 R . Realtime PCR
BOR BARERAETT B, (HAT S WAL BEANGY , SR Z AR AR, i i 45 ARG E « AT aE T 2255
B, {rit, HaiGene HfEHES: 45 AT B 45 A E IMMRNAE =TT %, A EA W TR
F o

mRNA[JRealTime PCRZE #W 5T B AR FE =B 5620, MFER PRI ERNA; 2840, H
THEZRAGMRNARG ZRARE, 7 KHOligo dT5 Wik T sk, MG —HEcDNA; 2 =2,
WM P 1 RS 1 TSYBR Green PCRY™ 1Y CRp S B SR rmn 1) ) I 46 75348 n— 4k TagMan &
B, HHATHREMERealTime PCRY 1) , JERH T4 R 04T .
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S RNARIFIHERF AL TRIZONA ],  TRIzoNAMK HIUTIE I 77 123K 43 EERNA, X HE A E Y 7 VAR I
(A RNAF BT 5, ATARIE T HEEUREAR - RNA R IA (R BB A2 [ LS L, 300 i A 7%
SRUFROCEZ. MAh, TRIzoFAFIE MM, WHEiAEMAIZ. M. 8. WEESREA, 40
FEACK FHTRIZONA A IS 8 3R 45 = o ) S RNA

1. R RIER

PRSI (87 7). 8% 7. WK #l7 H0.1% DEPC/KE824h CRIDEPCALEE i) i th ANk, {H B
oKD, —IRVEEPE . WSk, " HEATH . AR EN SR ZANEPE T, 0.5g5t
LAY CTRIN3~410 R, BEGRE S R B, R UN0.1~0. 2g 3T I . A Sl R
PESC R e tE, HEhAHRHERS (M pidr) SiRptEEE e . 40 fke 32 BlCRNAH T-RealTime PCR, il
WOSLB ) — LA (~95%FRl) Wi . WH AT AERT IR B MATRIZONA I Z S U RNA,

o A] el v AL J5 DA Trizolil A3 3L o

2. S\RNAZEY
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PN EIE KA, FhREE MBI E RN 2 AR
B, FHIXPBSHEUE K, RATHE i1 e O i s B U VRl N SR

BBRZ RIWE . 100p1 {1 41 ffd - PRRFBSHZR, FLTA
R T T 2O AU 4 i A WA, 20t
510 cm2iI 4 e in A 1ml TRIzoli®X i A 1ml TRIzol. KT EE LT I ZH 20N
M, LRI S AT T A R T F2A7 1ml TRIzZol [
, SRV RIS VAR AT 4R A L 1.5ml EP# ],

Vi o K g MR BRI A% 221 .5m

EPEH.

IMATRIZol 5 S7RIT i JH 0 bR s 2 g . HEVk RS0 wiy sy, GRS I
YRy, =i ESmin, ZREARSW 725,

MAO0.2mIS 0, FHiH Jj#¥15s, ZEUEKE 2min.

13,000rpm 250> 10min, WELG00MITE (G Fifs 28 1 1.5EPE .

0] | IR600pI_LIE W In AG00pl 2 A I, T ) R sk, T-20°CHiE
5min.

13,000rpm&.r10min, /CvfEFs i, B IURHE RNADTE -
AYTHE P ARE TN ImI 70% S, FEEIER, 13,000rpmZ.Lo5min, /O3]
R, EHURHRNADTE

EIN=Ri: TRV IRT S/

BIFPEM, FR B0 108)5, H10ul Tiph Sk fi el & uEi, &+ =R
#ERTE (~20min)

#% In A\50~100pI RNase Free TE Buffersl, RNase Free H,O%ifif i RNA.
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3. ERNAHJK

RIBCARNAJE , 38 23T LUK D RNAGE 75 56 38 50K AL PR . RNAFRLIK B AR Ik B bl o
VK, X PP VEARS LR, U ARNA Loading Buffer)ii, 60°CIn#bmin, 14 %G H Rk
A s IR R F K, e R RNAMN IZ B = 5561, AW U4528s . 18sM15s, Hrpah—45%
FER S M2t i, A T 4o e LR85 o R AR R RIRNACK AL AR, 38 — 2%ty o 2 LU iy
Pigess, FRRNAR AT BEAR o

| == S Ry -

e B e N o

4 RNAMK FED 52
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Ja T RNAWKZ . OD260/280 LU 711.9~2. 13 nRNARI 2L Lt A I TRIZONA TR 5 RNA
OD260/280 LU A1 I 25 R BUAK T°1.8, XA IG DU 5 25 S e s ik g T W] W 5, 30 Tk B — L 30 0
28, AN EBERNARKR R CREFES ERBESE G, HIESAHHUEE) o ARYEOD260 K4
RS HOEATIR T 5. RNAWKE (ug/ul)=0.04xOD2601H xFiBe {54, WHike501% )5, Wl 0D260
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ARSI 6 5 B P T ) SR 2

A 3T F A EEHEDNATE (BB ERIK) R, SEFENATREREARNZMEEIBHIFER, AR
{EFeDNA Remover&bIE4EMm, BIEHAITRIZKRN . ERIEWOT:

1. F LA A5 ) 5 2 5 IR VR

Total RNA or Poly(A) RNA 0.1-2ug
5XGolden RT MasterMix 4ul
*20x0ligo dT(25)&Random Primer 1l
Rnase Free H,O Up to 20l

SE: SSRGS R RS 1
2. FEPCRECEFZ LA N 3047 B e s B v
30°C 15min
55°C 30~60min
85°C 10min
4°C
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=RNATE EY | RNAFTS}x | SYBR Green gPCR

B. X F & EFELHDNAT LM, FEEFZMELSLIERIER, PI{EHgDNA Remover & FREEZHDNATS
FEBHITREFERN. RIGEMENT:
1. % LA N4 53 2:BrgDNAYSG 4

Total RNA or Poly(A) RNA 0.1-2 pg(<4ul)
5XgDNA Remover 1l
Rnase Free H,O Up to 5 i

" TPCR{X _37°CHiiF & 10min.
2. I 52 Y5 IN0.5ul 10xRD Stop Bufferii & 444 Ja iU T-PCRIX [ 75°C 5min’kiiDNasel.
3. [ bR 5ul RNAFE b H I s % sk AT s e 55 I Y.

Rnase Free H20 10 pl
5XGolden RT MasterMix 4 ul
*20x0ligo dT(25)&Random Primer 1ul

VE: RS G1)AT IRE T ZE SUT R ES1)
4. FEPCRAX 4% LA I 3047 B e o e

30°C 15min

55°C 30~60min

85°C 10min

4°C
=. SYBR Green PCR¥/ 1%
1. 5l4¥git
1B x T RealTime PCRAR VR R E %, MR WO St ver, LiiiEZ 4
R, HRREIRAFUERA RIS . DIMBTE AN, R8T SR 2 50 . Bt 51X — 2 A Eh
FEBRR], ZEATTBEI AT, e SR A R A . Bevh S IR R DL S
(1) HEEMSHICHR, STk HRIERT 514
(2) WS 4 B-actin. GAPDH, HaiGenefg Mkt (1514. .., wJLlemail ¥ 3 & L.
(3) 5IRIAg), RPCAALIN 584 rT L, PAGEZILI S 4f—1k,
(4) #tGenBank#& I FIMRNA%L Y4, VERZEAFH, Aidparticle/v51. ¥A7 45t i
particle/ 741 . H4 LK 751 E FIBLAT (http://genome.ucsc.edu/cgi-bin/hgBlat) = iE47 ELEE, i)
WA A S, AR X 43 I ok, SXFEARE 7 (3 4R A I 5 | 2 A s b 1o
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(5) SRR 519K E18~30bp, F=¥)KE100~250bp, TMIE55~65°C , 514 B5ETS
vy JOEEE L TIRAR . REBESND T, WA Premiers.

(6) FFERIEIL:

O R IR A GCHEIRL (<30%) , FIWEIEIKREE (R 2I30bp) , LARIETMAE RS 571
QUAREERAGGCH MM (570%) , AN, A IR Z AR g A0 A, SIARER
Ji R KATEI125bp) , FERUFRESE, AEHOTME &, BRHILr S 1 8k, nE 48 e
¥, AT L HaiGene A 7 R H5XQ Solutionid 7l KA vk s GC - & i 1) L.
OUWIRAGINEL LM LKL, WL T, RS HIRZ AR R A AL, SIMAERE (O
KAr#I30bp) , LRI FVE. D2 HEL LN, SRS, Dk k.

@ RIEH 3 A0 il F PR GRS WL W S BT 4 Wb e e Sk
TR, R RIEREE NG 7 ORI )n B BRI R, AZAHO SRS SN G 1, SO il
FLHLA L BRI AL RFD .

Gz, NSEIEEVKRE, §IEce>51 RS rEgi &, B B e RAE O, wf
LIP3 & 4 HaiGene A Fl, Al 6157 o 2k il

OB BER It — IR G 3R, AT, S e O I RIRT o 5 1) TAR MRS . $& AR2E E ¥ nmol
¥, MIRnaseFree TE Bufferfi B2 10uMAE .

2. RERZRECHIFIL

HaiGenelfJGolden HS SYBR Green qPCR Mix (#t5: A2201) KAI{k-E AIDNARGH, iR FG
FEATY YL, R 95°CInFA5minA fE /R Bh 3R & S, - A e fe K B RE 558 ™ By S M A il 2>
1) "R AR

(1) AR LS L FRASLB
A TFER ITROXPRLIEAT [ N ALIAME 5 45 IE [FReal-Time PCRAY, f4%: ABI PRISM7000/7700/
7900HT, 7300/7500/7500 Fast Real-Time PCR (Applied Biosystems); Mx3000P (Stratagene)&. 1%
AN R 414 B 120 pl PCRI N A4 Z -
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LR
5XGolden HS SYBR Green qPCR Mix 4ul 1X
50XROX Reference Dye 0.4ul 1X
PCR Forward Primer(10uM) 0.4l 0.2uM
PCR Reverse Primer(10uM) 0.4ul 0.2uM
cDNA AR 0.5~2ul
ddH,O Up to 20l

B: LS INROXYLELIEAT [ I AL 1AM 5 %7 IE [f)Real-Time PCRAY, fu#5: LightCycler (Roche Diag-
nostics); MiniOpticon. Opticon2. MyiQ 2. CFX96 Real-Time PCR(Bio-Rad & MJ); Line-
Gene(Bioer, BuMEH )%, 40T 4B Hi120 pl PCRE NV A -

£ 27353
5XGolden HS SYBR Green gPCR Mix 4ul 1X
PCR Forward Primer(10uM) 0.4l 0.2uM
PCR Reverse Primer(10uM) 0.4ul 0.2uM
cDNA AR 0.5~2ul
ddH,0 Up to 20yl

T 20l S AR R INAO.4pul 10uMIR 514, Wi s 14 — SRR s S vE 9 19 5, J b 51l 2
0.1~0.2ul; WSy SR 22Dk 5 1 W 532 = £10.8 ~ 1l
(2) #4TReal-Time PCRI N, i & R A%, PP UT:

Stage 1: 95C 15min*

Stage 2: 95C 10s

60°C 30s 35~40 cycles

Stage 3: Dissociation analysis

HE: Tl B G 3 Tag DNAZR G, 4200195 C N 5minA REVK B Mg s 1%, 14

JA B BRANBEGi R I 7]

@icehe BEEY

R EEMLk: 400-0470-600 HBF&: info@haigene.cn Muh: www.haigene.cn )



PCRIF) S N7 IR I AT — e MR, Ko 5 R ) SRR (R VAR RE AR AT AN 1 45 L
VKGR s T LU R RE I P 25 1461 (95°C 10s; 60°C 30s ;40MEHR) o W AMURALS,
DU RSAR 175 S50 3 AT 5

(1) PR E (F559)  SIWERL, WhnK5IHE, KHI3AE (95T 10s; 55°C 10s ;72
‘C 40s; 40MEHR)

(2) 51— E (MG Z) , WS, K289 (95°C 10s; 65T 30s; 40
AMIEHR) B389k (95°C 10s; 55°C 10s; 72°C 30s; 40ME¥F) o UM TIRZ AL, 519 %1k
PEFELERE DL NI FE AR AERE S Iy, N2 00 A i e 5 | ) — R AR 6 45 AT Je sy, n SR J B PR AE
VAR B 2 LTI A AT 00, 4% LR b — B PERE SR IR CHE>5, XN 1) SRR AE3% A A, % e fk
B UER ] LLZBE AT o 30— WIS W TF R A R R, H— B RS, &
WIS Rk, X EERLIY A SRR G, — BIERER A R TF . xRt il, wf
DI 2 851 BRI AR 5 1), X FEREARIF 19> — SRARITE L (51 AR 25 S A 25 8 1 W I e
, WAEEIRED .

(3) HARR ) ORI, WA 5 &, R3Sk (95°C 10s; 55°C 10s; 72°C 30s; 40
AMERD .

(4) X TGCH = mItER, WH ML L, 519 R Ry . ¥R AT,
AJLE [N AR 2 BT N5 % DMS O sl fi F HaiGeneid 7] &1 HL ff15xQ-Solution, % K H 357k (95°C
10s; 55°C 10s ; 72°C 30s; 40MEH)

3. MR A fiiAReal-Time PCRAGY 48 th£k . flifig il 28 A bx v ih 2k .

|Fluorescence|
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4. FHEALIE
58 45 S R H A FE RIXH CHEL AT N SR R 1 CHE AT e 50 i, RAIAR#E2N (-A A CO ik,

FEM 9~ 1 2 3 4 5 6
XAEEKICt{E X-Ctl X-Ct2 X-Ct3 X-Ct4 X-Ct5 X-Ct6
GAPDHEL FHICt1E GAPDH-Ct1 GAPDH-Ct2 GAPDH-Ct3 GAPDH-Ct4  GAPDH-Ct5  GAPDH-Ct6
)G 6NN, B AN K, n2-( X-Ct1—GAPDH-Ct1)=0. 000234. . . .

SLINRIAE (AMED

BEAKE (BfED 6 NEE S RIEAE IR, BT AR A A AED. 00LLL R, LA AT — S 41
HriE, Wi¥ME40. 000185

KIS IEE (CH  6MFEMRIAAME SYEESIE, 158:5=0.000234/0. 000185=1. 26, X
MeL/BiH A6 R R AR ATE L E T, (0T R AE 2 [T . bk
AL PR s v 4 7EExce L T 5E . B Jim A CAEHEAT ANOVASE 11 dis Ab PR
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Material and Methods for RealTime PCR

Briefly, tissues were homogenized with a Mortar under liquid nitrogen. Total RNA was isolated using
TRIzol Reagent (HaiGene, Harbin, China) according to the manual. cDNA was synthesized from 1ug
of total RNA at 30°C of 15min; 55°C of 60min; 85°C of 10min with Golden 1st cDNA Synthesis Kit
(HaiGene, Harbin, China). Real-time PCR of HGF and CDH2 mRNA was performed in a LightCycler
480 (Roche Diagnostics) by using the Golden HS SYBR Green gPCR Mix (HaiGene, Harbin, China)
under the following conditions:95°C for 15min, 40 cycles of 95°C for 5s, and 60°C for 30s. To amplify
the target genes, the following primers were purchased from Genscript (Nanjing, China): HGF,
forward 5- ATT TGG CCATGT TTT GAC C-3’ and reverse 5- AGC TGC GTC CTT TAC CAATG -3;;
CDH2, forward 5-TTAAAC TCC TGG CCT CAA GCAATC-3 and reverse 5-TTAAAC TCC TGG CCT
CAA GCAATC-3’; GAPDH gPCR primer was obtained from HaiGene (Harbin, China). Quantitative
normalization of the cDNA in each sample was performed using the GAPDH gene as an internal
control. Real-time PCR assays were performed in duplicate for each sample, and the mean value was
used for the calculation of MRNA expression levels. The statistical analyses were done using Micro-
soft Excel (Microsoft) both to calculate the SD and to test for statistically significant differences

between the samples using a T test. A value P < 0.05 was considered statistically significant.
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