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XIMIRNAREAT E A FE I 2 77 ABL A W IR ET S, R PR IR 45 14 () 2530 SO 55 5 | )0 miRN A
1T, 2 Ja R HMGBHR T 21T RealTime PCRE 04T, XMk R AR ke w mEAEmi i s
» AHERES 7 EEAT MHABI A w] I BE R S 1YAG, lAR & . 20084FE-Soroush i X #iiE T miR-QEAR [1
1, B TS Ataghe et SO sk 19, 3X A AT DUEEF I X 73 A AL EAR = I miRNA (g #4014
1A) . 20114FPetertimiR-QE RHEAT T it i [2] , HmiRNABEATIMAJG, FHItagHiloligo dT 514
AT [ si, 2 Ja R SR e R A ) B RS | ik 4T Real Time PCR (JRFEANEIMB) , SXAEARIE T
MIRNARY BG4 ek, AT AR EF X 73 AN BCEE 72 S IRImIRNA L85 R 20171 o S B k) R AR Y
PR W% 7 VA S AT LA 2L A mIRNABE T & SFo,  Hoah R al SEvEmT LR e ML (4 a3
iR, C&geREW T IRkl [3~13] .
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miRNATE BY miRNAS 5% 3% miRNA Realtime PCR Sk

A &
ssc-let-7a
Forward primer 8
> g Threshald
o
—ARR— XK ||
-lat-
zo - ssc-let-Te
Reverse primer
ntc
3 n 15 F Fel ] kL) 44
Cycle
B
miR name Sequence Assay Cq % of specific signal
ssc-let-7a UGAGGUAGUAGGUUGUAUAGUU 7a 19.10 100
ssc-let-7e UGAGGUAGGAGGUUGUAUAGUT 7a 26.70 0.6+0.34
ssc-let-7a UGAGGUAGUAGGUUGUAUAGUU 7a 19.10 100
ssc-let-7f UGAGGUAGUAGAUUGUAUAGUU 7a 26.00 1.0+0.49
ssc-miR-23a AUCACAUUGCCAGGGAUUUCCA 23a 17.30 100
ssc-miR-23b AUCACAUUGCCAGGGAUUACCA 23a 2230 3.1+0.53
ssc-miR-125b UCCCUGAGACCCUARACUUGUGA 125b 22.60 100
ssc-miR-125¢ UCCCUGAGACCCUARACUCGUGA 125b 29.90 0.7 £0.05
miR-150 UCUCCCAACCCUUGUACCAGUG 150 18.90 100
dre-miR-150 UCUCCCRRUCCUUGUACCAGUG 150 26.00 0.8 +0.35
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IR MR ORI S R 5520 S SEIGAOFERE . IR R 5 75 RIS R A AR 0T i 5 4
ERRELEIEM . R RIFMSEM R, EEM S I, X—P S EAM. HHTRIZoKK
FFRHUERRNA, X S RNAHALE 15 73 NRNABEF TS, %05 1516k U2 S RNAH microRNA 1 LE 4 4%
/Ny IR T mRNARTHE, 258U 2k 5 RiReal Time PCREZIG BRI, 1R MESRATF AL ) 5L 56
g5, i Hai RIFA R 5.

HaiGene A FIHF A BIBAAEZR ZmIRNAZN T IhRERE AR, T — B 4B FImIRNASR U % . 1l 5%

AL, A2 A iSRRI FA97 % ImMIRNA (15-200nt) , Jf H RIS FE P i 3E H %
(F)/N G FmiRNA, DR S BT R AR A SR B0 25 . SEON TR REME, SR VE SR A mMIRNAE

Kb, T B RESRAFAE A mIRNA FL SR A &

KI5: 23 FHTRIZONRF . miIRNATREGR A FIALA 7 I miRNATEHGR
FUREUN LA A /NRNA. A1-A2:TRIzoBRH]; B1-B2:AA ]
miRNARHGRFI G C1-C2: Mg IEmiRNATREUR T & (55: B1802)

Al A2 BY B2 C1 G2

(Hdicene & % & M

RBEwME. 400-0470-600 BR#E: info@haigene.cn Miufi: www.haigene.cn
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1% HaiGene i 2H 241 i miRNAZE U1 S 5 VA 2 A /PRNA [HaiGene, Cat.No.:B1802]
(1) [i71.5ml EP%rh i A300ul miRNA Reagent A, E#Z1 41T A0l B-513E 2%, 1RG4
(2) FEMAEGRAT R IR R AL SRR K58 AORE oI 2 SO IR A AL U A 21 _E 3£ 3001 miRNA
Reagent Atlt, SzEIF i ) 7% % 2 A1 8V RIS R T- 24 rh o 35l 5 5min DA 78 4 24 40 ..
(3) 1) iR 4 e He i 24 iIn A 350u1 miRNA Reagent B, |- R B89 434927 13,000rpm 20>
5min, S50l FiGEH, AL 2H1.5ml EPFE

(4) 1) R A 200p07K 48, T R 80K, I E 5min.

(5) 13,000rpmE5.L210min, #52700ul L EIHK11.5ml EP45 .

(6) 1] FIR A I N 300pl I EE, FHiH BN S

(7) 73 W JCR: EaR VRN B miRNA A, 13,000rpm L 1min, {513 5

(8) MM B AEH I AT00uI 75% 7 N FEESR—X, 13,000rpmES.Lr1min, {8300 g8

(9) Ia WK AT H A B00ul oK LRE U4k, 13,000rpmiE L min, {8145 g

(10) WRFH£E13,000rpm 7 25.002min, 23 B5k B 1K) L8

(1) B BAE N 281 1.5ml EPE b, =i RCE 2min, 5% B CREFE K o AW BRAEE S F A 30ul
RnaseFree TE Buffer, =i &2min, 13,000rpm&.0o2min, Pl =281 GBI mIRNA. - GEF
WA ~2uhz=4y, By A H AL — i miRNA S sl A S AT S e s v, B8%5: D1801)
2K T HaiGene P 41 2141 I miRNASE IR 7 & H2 I 41 £ 4 /NRNA [HaiGene, Cat.No.:B1802]
(1) MEEAR M. BB A AN S, B O WCER A BB TUE . F 100l 1xPBSHEZ1 LS, 1A 300ul miRNA
Reagent AITI{FVRE A194), E i CE 5min.

(2) B IFAML: EREEO, WEMMTE. T100ul 1xPBSE &40 MI)5, I A300ul miRNA Reagent
AR A 39%), & i3CE 5min.

(3) 1] iR Z4 ik 58 Be (O 240 in N 250ul miRNA Reagent B, | REIfEIIR&144) . 13,000rpm &0
5min, S50l FiGH, AL EH1.5ml EPE

2 MAARETERESmIRNA Reagent BEATAZ A350ul, tAIAS0uIZAME, MmiRNA

Reagent Bf# F300yl,
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SN IRNAZEL | miRNARSER | miRNA Realtime PCR | SEEK |

(4) 17 FIR550pul g ws b in 200l ek 40, FHiH 12w Eix,  wEsCE 5min.

(5) 13,000rpm L2 10min, HFE700ul E3E R EH11.5ml EPE

(6) In] 3Ry N N300l N RE, M ) b R AR .

(7) 73 P UCRs B3R B 2 miRNAB A, 13,000rpm &L Imin, {553 8K

(8) MW B AEH I AN 700ul 75% 7 A BEVES:—X, 13,000rpm &L 1min, {84505 JEH .

(9) I B AT I A 500N JE7K LSS — R, 13,000rpm E5.Latmin, {215t I8

(10) M f41:13,000rpm = B0 2min, £ 5k B 1) L 8T

(1) B AN BF1.5ml EPEF b, S3RCE 2min, (ERR B Z08% & o 78 IRAE 38 A 30ul
RnaseFree TE Buffer, iR & 2min, 13,000rpmE.02min, Yelir =20 HEBUKmiIRNA. GRS
B ~2uliZr=, Ry {f 3t — 20 1miRNA S SR Sl AT RO RV, %5 D1801)

3. X HaiGenetki# 4> M miRNAFEEGR 7 St Bk A /NRNA [HaiGene, Cat.No.:B1803]

(1) M 1.5ml EPE it A300ul miRNA Reagent A. £ 150uly it 4 1 i A\ 2] _LiA300ul miRNA
Reagent A, SZEDFWiH ISR A S . SIS 5min LU78 70 2408 40 i .

(2) 1] bR 2t 5 B I 24 b iIn N 250l miRNA Reagent B, | REIEIIR A4 . 13,000rpm .0
S5min, WHLS50ul G, A 2HT1.5ml EPE 1,

(3) i) B3RV I AN200u 007K Z8%,  Fhi 280k, S8 E 5min.

(5) 13,000rpm L2 10min, #:A£700ul L3 25 #1.5ml EPE

(6) In] IRy i A 300pl s AT EE, Wi ) b B K.

(7) 73 P UCKs B3R B 2 miRNABR A, 13,000rpm &L Imin, {5353 S8

(8) MM BRHAE I AT700ul 75% 7 N B —X,  13,000rpm Ly 1min, {54500 S8 -

(9) My BRHAE I AB00pl JE7K LBEGERE—R, 13,000rpm &L Imin, 1 JEW

(10) W f41:13,000rpm = 2.0 2min, £ 45k B 1) LBE .

(11) B AT BN 238 1.5ml EPE R, i CE 2min, 5B OBEFE K . A8 W AT 30 o in A 30pl
RnaseFree TE Buffer, iR & 2min, 13,000rpmE.02min, Yelir =20 G HEBUKImiIRNA. - GE%
U 3~5uliZr=#, BRIy {f g3t — 20 imiRNA S SR ST RO sk )V, %5 D1801)
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. JEInAEmicroRNA U sl A £ 3k 44cDNA [HaiGene, Cat.No.: D1801]

HaiGene/a m) I &K i —E 48— PEmIRNA K s il 7 &, FETPeterti R I miR-QEIAR, 1] LUK A
ZATMIRNA A 58 SOMA S N 7 55 [ 8, LIRS & AR ek tag A1 5(T) IcDNA=) (&5
TN o ZITIEAEEMIRNA S S AIMRNAR S e — RS . BRI IMIRNA L [N 28 MR A

Y, IREIFE TPCRI_EA/NSEI AT SRS S E . A5 T miRNAsZ: T-[IcDNAM= ) . 3513 F)cDNA

=

VY e d

FEa] DL A H HaiGene LA ITHG miRNAZE G & mPCRIR A G AT e A, JRE &,
hsa-miR-21

5’- UAGCUUAUCAGACUGAUGUUGA -3’

7EPoly ARG EFINAER T 5eUINAR N, < JG7E R sk /EH T HmIRNA RT Primeriff 47 e % 5%
5-[UAGCUUAUCAGACUGAUGUUGAAAAAAAAAAAAAAAAAAAAAN -3’

S-NVTTTTTTTTTTTTTTTGACCTGGAC-5(miRNA RT Primer)
hsa-miR-21 dT(15) tag
3'- ATCGAATAGTCTGACTACAACTTTTTTTTTTTTTTTGACCTGGAC-5’

S S T A 55— HECDNAF4)

FIFHHG miRNAZD G E EPCRR A G S Em E RUES 149, #47SYBR GreeniE & il

3- ATCGAATAGTCTGACTACAACTTTTTTTTTTTTTTTGACCTGGAC-5

%

K16: mMIRNA i s 7] & J5 211 451
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mMIRNA S 5% 22 55— i cDNATEE D 1B

5 LT 21 53 BC 1l B 2 i S N

*miRNA 0.01~0.1 ug (GHH1~4 pb
4x0One step miRNA RT Solution 5l
10xmiRNA RT Primer 2 pl
Rnase Free H,O Up to 20 pl

T AR RNAE R SO AN, 0. 1~2 pgo M A RNA B S5 200 L 5 2 14l 1 4l B ¢
FTMIRNA,  AEEBSUE S RNATE A S SR
FEPCRAX 4% LR 4 BEAT s B o S v -
37°C 60min
95°C 5min
—. JHITHG SYBR Green miRNA )t & mPCRIAF Gt AT @ =AM [HaiGene, Cat.No.: APXXXXX]

HaiGenefJHG SYBR Green miRNAZE HPCRIAAIE, FLSYBR GreeniE sl flks ik i) £ T
WS ARy, AR5 IR ZIE N T, iy 8RR 1% . HaiGenelJHG SYBR Green
MIRNAZOGE PCRIAH G ILA — &, &4 5 HPXXXXX, BT miRNAZ 75X . —
7 &, AITHG SYBR Green miRNA PCR kit.xIsH 2. WIREHF 7T I MIRNASD T AEIRATNF
W, RS, RO RS ST . NWSEER AER NS B E DO E i PCRIGAIE, #%F
T THERE

N ZHG miRNAZ G E EPCRIR &

NS AR RAERS yegskyF it
RNU6B AP01501 ZH 2R Fn4n f
miR-16 AP01511 4 1fiL

e (1) HEmiRNAZE G s R &1 T-HG SYBR Green miRNA gPCR kit.xls! 12X,
(2) HaiGene miRNAZ & = PCRIAM G AL AL 414 5 |14 5 10uM, - RE20pl 2 M4 5 1111 A0.4-0.8pl

(Hdicene & % & M
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D))

1. C ] e B AR 2R
AL I FE D BRABKB

A FERINROX YR AT I N FLIEHE S %7 IF fIReal-Time PCR{Y, fu#%: ABI PRISM7000/7700/

7900HT, 7300/7500/7500 Fast Real-Time PCR (Applied Biosystems); Mx3000P (Stratagene)&.

P B AN 4150 BC 120l PCR VAR 2R «

2k
5xGolden HS SYBR Green qPCR Mix 4 ul 1%
50xROX Reference Dye 0.4 ul 1%
PCR Forward Primer(10 pM) 0.4-0.8 pl
PCR Reverse Primer(10 uM) 0.4-0.8 pl
cDNAAR 1~2.5 pl
ddH,0 Up to 20 pl

B: E T INROX GBI AT I N ALIFM5 57 IEReal-Time PCRAY, {uffh: LightCycler (Roche Diagnos-

tics); MiniOpticon. Opticon2. MyiQ 2. CFX96 Real-Time PCR(Bio-Rad & MJ); Line-Gene(Bioer,

BUMTE DA 328840 4150 B H120ul PCRJ Y AR £ -

£ 374313
5xGolden HS SYBR Green gPCR Mix 4 ul 1%
PCR Forward Primer(10 uM) 0.4-0.8 pl
PCR Reverse Primer(10 uM) 0.4-0.8 pl
cDNAAR 1~2.5 pl
ddH,O Up to 20 pl

2. #k17Real-Time PCR % [
W RHMAEE, BT
Stage 1: 95C 15min

Stage 2: 95C 5s
60°C 30s 30~40 cycles

Stage 3: Dissociation analysis

L. 400-0470-600
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LR T A 28R B T ) = AR IEAT N, RRIF A F
Stage 1: 95T 15min

Stage 2: 95C 5s
55°C 5s
70°C 30s 30~40 cycles

Stage 3: Dissociation analysis

SV 45 WA A Real-Time PCRFCDNAE i AINTCRH X HE R 47 164 it 2 R0 gl gt th 2

O ol \ ;
o ) Q| sample [
£[0.2 Sample /_/ =l | : -
o @l '
o / gl :
il NTC [ '
olo. 14 sk \ NTC :
| B = E‘.H .L ;
[ _ W B > i

=i 7 l\ P
0 ey | LA B S N B B B h L L L B IE_hl-_‘:"_“l' S I"
10 20 30 &0 70 g0 9

Cycle
S 3k
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Material and Methods for miRNA extraction and gPCR

The miRNA was extracted from the tissue or cell samples using miRNA Extraction Kit (HaiGene,
Harbin, China) according to manufacturer’s protocol. To investigate the miR-21 expression level in
tissue samples, cDNA synthesis was carried out according to the protocol of One Step miRNA cDNA
Synthesis Kit(HaiGene, Harbin, China), in which poly(A) tailing of the miRNAs is followed by reverse
transcription with a tagged poly(T) primer described by Balcells et al [2]. Briefly, the reaction mix (20
MI) consisting of 100 ng of miRNA, 5pl of 4xOne step miRNA RT Solution and 2ul of 10xmiRNA RT
Primer was incubated at 37 °C for 1 hour followed by enzyme inactivation at 95 °C for 5 minutes.
Quantification of mMiRNA was performed by HG miRNA SYBR Green PCR Kit(HaiGene, Harbin,
China) . RealTime PCR was performed in 20 ul with 1 pl of cDNA, 1 of each primer, and 4pl of
Golden HS SYBR Green qPCR Mix under the following conditions:95°C for 15min, 35 cycles of 95°C
for 5s, and 60°C for 30s in LightCycler 480 (Roche). MiR-21 levels were normalized to U6B RNA
levels using the 2(-ACt) model. Real-time PCR assays were performed in duplicate for each sample,
and the mean value was used for the calculation of miRNA expression levels. The statistical analyses
were done using Microsoft 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 statisti-

cally significant.
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