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BEEA R ENRRTIE, BET —FMNERNAFEpoly A+ RNATRISE R E L KCDNAXENT

EARAIREET P EAZE (split-ubiquitin) T SNEREABRSNAR AL L, @I HPPRI-NF

PR HITEOE, IMEIN T = END R A7 i AT M100~500 pgRRRIFEHNEZEY S

RNAHR, £33 mMRNAS B B iECDNAS AR WEECDNAS AL S FECDNASIENEIERE b KEBIEE

Hefk, MRS R & BB B cDNASIE IR I & 1R (A IR I AT LUR SR 5D cDNAS . 1BER F 1

mEEMAETE, AT EEREM T U TR

ZRAFZEENRERBETE LATBSEHNMMIVR EREE, BEENT RERBIAIRE S
FE=H, ERCONAMKES, HEKEREEEIT;

CHIRFI RGBS pPRI-NEFH T T BERE, R =N AR IRIIE (652 HpPR3-NS-1,
pPR3-NS-2, pPR3-NS-3),, BXEA UG I MM A RSINNRTEM S, MAEN=EXEBDESRR
FEEH—HIWEECDNA, ATLURIE=AE M B KE, AR, XEHESE BN —5t.

BN EBESEXESENER E, B E 35 N\CCOBARERR AR T SHM™ 4, BAH

100%PAMEE;

ZRAFIZRMMDHIBRAT T BRMENHENE K, B RFETNR R AR SHNBES

ARz R B 88 TR A4, SUER R BE SR B E 1 X 1010,

—-

N

w

>

5. ZAF ERENRF S HE EHMATEL, BNFE, EATEEEMIMNGEEAXFIE,
. F@mAn

23009-1 SMART Oligonucleotide (10uM) 10pL -80°C BoxA

23009-2 pPR3-F Primer(10uM) 500pL X3 -20°C BoxA

23009-3  pPR3-RPrimer(10uM) 500uLX3 -20°C  BoxA

5 23009-4  5'PCRPrimer(10uM) 100uL  -20°C  BoxA

23009-5  3'PCR Primer(10uM) 100uL  -20°C  BoxA

23009-6  CDS I Primer(10uM) 20uL  -20°C  BoxA

. 23009-A1  RNA control 10uL  -80°C  BoxA

23009-A2  dNTP mix(&10mM) 50uL  -20°C  BoxA
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23009-A3  5X FSBuffer 30uL -20°C BoxA
23009-A4  DTT(100mM) 10pL -20°C BoxA
23009-A5  Reverse Transcriptase(200U/ul) 10pL -20°C BoxA
23009-A6 50X Advantage 2 Polymerase Mix 20uL -20°C BoxA
23009-A7 10X Advantage 2 Buffer 150uL  -20°C BoxA
23009-A8  RNase H(5U/ulL) 10uL -20°C BoxA
23009-A9  RNase-free water ImL -20°C BoxA
23009-A10 deionized water 1mL -20°C BoxA
23009-B1 10X Restriction Buffer 100uL  -20°C BoxA
23009-B2  sfil(20U/uL) 50uL -20°C BoxA
23009-B3 10X T4 DNA Ligase Buffer 100uL  -20°C BoxA
N 23009-B4 T4 DNA Ligase(400U/ulL) 60uL -20°C BoxA
B 23009-B5  Glycogen(5mg/mL) 50uL -20°C BoxA
23009-B6  NH,Ac(7.5M) 500pL -20°C BoxA
23009-C1  DH10B 500uL  -80°C BoxA

23009-C2  pPR3-NS-1,2,3 Linearized plasmid 100pL  -20°C BoxA

23009-C3  2X PCR Master Mix 5mLX2  -20°C BoxA
23009-D1  Oligo (dT),; beads ImL 4°C BoxB
23009-D2  Binding Buffer 5mL 4°C BoxB
23009-D3  Washing Buffer 5mL 4°C BoxB
23009-D4 10 mM Tris-HCl ImL 4°C BoxB
23009-E1  Sodium acetate (3M, pH5.0) 200uL =1 BoxC
23009-E2 PCR-Pure Kit (10 columns, 10 mL CP kit =m BoxC

buffer, 30 mL PW buffer, 1 mL TE buffer)
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23009-E3  Xylene cyanol (ZERZKIE) 200uL =R BoxC

23009-E4  Purification columns 54 ) BoxC
sl

23009-E5  Column buffer 20mL =R BoxC

23009-E6 EEEHRIBMF 1.5g =R BoxC

i AN BREGERRBRAS EBPRERM, BHFKEERER, 8R5R5 REFRR, HER
TERERFIB AR, Ao EEEA!

=ORERIEEE

.;/GGG MMV Poly A3
SMART «—CDS Ill Primer
Oligonucleotide First-strand synthesis coupled
with (dC) tailing by RT
. GGG AMVVWWAWVVNA
5 - (,CS'——

l First-strand synthesis by RT

5= GGG ANVWWVVVUWN

5 CCC
Second-strand synthesis by
LD PCR

Enriched full-length ds cDNA

Sfi 1 digestion and size fractionation
by purification columns

P>

purified cDNA Linearized plasmid
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hGERER
BSRAAXENZRTNISMENE, BRAIBTRER-BEORBEL-IAEERZENE
1ETfiE, T BEARAARRMASINREREFNER.

N BEERH

RNase-freeBI B L\ E TSR ERHIipK, PCRIY, BAFIZR, BBEFFLIN, FBFEHT, IRASHEREAR FRIK (Y, BRARAL
BDML, K EE, 80%ZBF, FRELE RNALUR il & B/ (A 15 7+ B PR R BIFR A A1#1, DNA Markero

tOEEEH

. SRNAEBME LR AKEIMRNAR ST IS MAIE 2 & S BN HECODNANFIE, —EBfLHNE
SRNAFIZEHEIMRNAR S, RIEFREHFTR TB#HITESRR, RIVEEN, #ERERE
e, MRFRAVNELIE, REBIBEABAMERRT S, LURRIMRNAR R,

. SRNASZEY. mRNAZE(L LK 55 —5ECDNAG BV BRI RIE, R EETRNase s RIER T
#1T, REMBMOESFE, EFANMEBOEMBRBEpAIYNTRNasels R, BFFE R
REEKL#1T,

. SRNAZEX. mRNAZE(L LKz 5 —5ECDNAS B B LB MIZ &/ IF £ — RIARTTHL, BERRNARE
RS [EERSRH = A R
REERMEEVTMANB BIEEN ETHIREEY, HRETSREEIRMEERYF.

. REFZEMER R EZBME (BFR) , FREAD MBS EEMNGRIRET T i1k,

—-

N

w

o o

I\ EESE

1. ERNALZEXFI R 212

1) BRNARIBMEINTEEMENAERSRECONAGHNER TR, JIRIBERRMESRER 550K
FlEAT 2RNABIIZE,

2) SRNAREN: Bl B 1%MIRAEFER, BR2ULERNAS loading bufferBA /G, RIEE B AR
AORFET %, BKE R B AL #TRY, 7E200VIEE TR 15min/ZHK, SNELFR, FREITH

RNATEIRBERE SRR - TR E P BA A 57, 285:18S RNARILL BT LUTE BRNAM ST 14, B
TZRNABYIEIL28S:18SEE LY J92: 1, 33 FHZL T S RNA, HEVRE L 91.5~ 2.5: 1,
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bp M 1 2 3 4 5 & bp M 1 2 bp M 1 2
3060
2000 2000
1500 200 1000
1000 750
750
750 500 500
500 250
100 250
250 100
100

E1 SRNAHR R BIE
(EEZBRNAE R R A1, REMAE SRNAKE B R E1E)
SRNARREMRT: NERNARRERH2 pL, F37°CHEE2 hil L, BG5S ERNATAE X 3,
BRAEERNasei5 5, BRI EN, I LUHIT T —H LR MRMWE2 h/E, SRNAKRMR™TE,
N FEEEHIRIVERNA,

3

2.mRNA4ifk

FA5BZVR I EE B AT A AIMRNATE SR IA M KSR 1T B2 I E & AR, 2B 1L FIMRNART LUHEBRrRNA

FOtRNAST ThsPCRY 1 = R IR R B TR, 1958 UER B MY 1. EAMRNA purification kith

MRNAM100 pug~500 ug5eieE RiF A BRNARMITH B4tk

1) MERERZERNARE, BX100 pgSRNARESRINDEPCKERZEL00 pL, 65°CKALIESmin/g, R
TG, Kk EMEER.

2) BHHT D EREMEN00 plEEERNase-freelIPCRE M, IEPCRE B FHEHZE L30ss E M
KRELUETBEOERE,

3) FLAE, BOBMEEAIZR EBFFE, IIAL00 uL Binding Buffer&@ 2tk ¥ = O EMEIKAZR,
BT STURER LB, BBOE MR EBFF, MIAN100 L Binding BufferE£Hizk,

4) BRNAERMABLER, 859BS, ABREBHUERITSmin, FEMRNASHEE L TR KARIE
I (dT) BN

5) BBLEBTFHNORLEAREE SLE.

6) FBEILE M % BT, 200 ul Washing Bufferi&%EmRNA-BEIRESR A VIR, 8 RE %G
{EBNHE S ZRKG LB KRR, BT LURR2 UL (A, 8 e R 2Rk Bko
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7) EEOEFRMALS uL 10 mM Tris-HCL, pH 7.58948 ik, £ BN KAMPCRE R, FTFPCRIY,
RER65°C, BIMANERBIPCRE, MAPCRIY, EBI7E2minIIBPCRIUEE M65°CFHZEB0°C, FA
ERIRE FHAR L, BAREEEE LERBEHIIRNase-free BOEH,

T2/ :65°C 8s 14 cycles S MEWMLIE
80°C 2s

AR HREARS CHIBHEARMANPCRINA, HEEFFIS0°CIAME#AEHEF A LFEE2
min,

BBELEETHARLEEARES, BB EBEE— 1 #HIRNase-freeWIPCREH, BX5 uLAFIR
FEVEERREBIK, FI T AT EME—5E cDNA.mRNAIRBEMEREAL IR 145 SRNAK—EL, 10
EIFf7R, MRNAB K ETEIRIEME AL £ R R B — RN, TEHHTEL~3 kbSEEN. NRE
BRNEIES, AERIBDESHE/NF1kb, NEBEFHITMRNAN D B,

8

3.5 —5% cDNAMYE AL

1) RNase-freeBJPCREFIMANU TR, BEE GBS (X=2RNAM1ug, REZE L H0.1pg/ulo
MRNAZ/N0.3ughl £, AREZE D 70.1ug/ul)o

SRNA/MRNAE & XuL
CDSIII5 147 (10pM) 1yl
dNTP Mix(10mM) luL
RNase-free H,0 11-XpuL
SR 13puL

2) T2°CRBE29%;
3) iRk £4#1243¥F; 11,000rpm,10s;
4) BUTEEYREFHMALARPCRELESR, BS:

5X First-Strand Buffer 4.0 uL
DTT(100mM) 1.0l
Superscript |11 (Reverse Transcriptase) 1.0pL
SRR 6.0 uL

RMZBRNECNERRRAR 08 www.genecreate.cn
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5) 42°CRE109% (PCRIY) ;

6) MIA1uL SMART Oligonucleotide (10uM) 514, 3847, 42°CHF & /) \BY ; 50°CHF B /)\BY
7) 85°CIRBESS, LILE—HENEN;

8) AHZEZEIE, AL pL RNase H (units) ;
9) 3T°CRBEARLTF209 %, - 20°CIRTFFFA (L HECDNARIF-20°CREF3TA) o

4. 55 5% cDNARYE R

1) BEZHEAMENAM-20°CKEIE, BAERIERS, BB R TRMAT, BCHl%E 1

CDNAB R Ko

First-Strand cDNA 5puL
Deionized H,0 33puL
10X advantage 2 buffer 5uL
dNTP Mix(10mM) luL
5 PCR Primer (10 uM) 2.5puL
3’ PCRPrimer (10 M) 2.5uL
50X advantage 2 polymerase mix luL
Total 50 pL

2

FRRIRE R NAZRF, #1755 —i#EcDNAR & Ao

BE
95°C
95°C
68°C
68°C
16°C

B ]
30s
10s
6min

5min

10 uL
66 uL
10 uL
2L
5uL
5uL
2uL
100 pL

EABRBEEWITREY, BNB O REREOEER B LRPCREE FPCRIA, IREATX

faIFE
1

15MEER

RUEENEONERRRSR

09
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3) BS uLEE " HECDNAG ALY 18P ¥t {TIRBS MR BRAR BB IKAQ I, RIREV-20°CIRTFE A (AT LASEY 18
50 uLiFR, GBI NERAERERBXENEEE, BRERTH—E2ME M %) . Wik
CONAF#I#{TIR AR MR R AR BB kAR Mo SN RIS MEF R B R B REHRE, IR EERE T
B F=RNPCRIY, BY 183~5MEF 1Mo

5.3 FECDNAZ{Y

fEFPCR-Pure Kitaifb & R AIIEECDNA:

1) #200uLEABREMANEILSMLEOE R, INASEEFIRRICP buffer, BEBHRBE2MANEF;
2) 11,000rpm, B 1min, F_LEiE;

3) IATOOUL DNA PW buffer (B2 MATKZEE, AT U E#GER) , 11,000rpm, B/ 1min, 7 £,
4) EESRE3;

5) 11,000rpm, B:02min, FEWEE

6) EMAFHILSMLELE, 8 MEIE EMAS0uL TE buffer, 11,000rpm, Bi02miniEhio

6.3 5EcDNAES IR D4R 7T B

1) SRR T RIKREH) Sfi | BBUIAR
A5 DN
IHECDNA X uL (10 pg)
10X restriction buffer 10 uL
Sfil 5L
ddH,0 (85 - X) pL
Total 100 uL

2) ERBRBEEWITRS, HEEB LR BANEEER B REERGIEMS0 ul/EF
PCR 1Y, 50°CEgt7I16h;

3) BAAPCREFMRS, REMERFIANI uL 1% —FRBERHHATIES;
4) FR2—4H20 D 1.5 mLEP &, HiZIRFHFES 0 ER E
5) H&E— MRS IEMAES O (Purification columns) BFABH AR &, BERELAUTS

RMZBRNECNERRRAR 10 www.genecreate.cn
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BERRER, B REBOETURMERERSE;

ARIEE T RS RZHMTENE) , FTF T, ILEEE PREE EhmiEd RO S isE o, B

B A LUE B P9 R R ER R . BIRIR 29 1 17E/40-60%0, 1 TEBIATRRIL9940 ulo tNERFHRLK

BE—ANERLN, WEENERERHESHIRFEEAIIU LS

YUIFEE RRIELEE HE, V0 it CAE B NEE) mAETRER AR T00 uL column buffersf

EEAE;

LR RS LT (£915-205 §) BY, NS S HUGPCRA=4H — R RIER LR A =M E

FRETAEDH0RE;

A4 INL00 uL column buffer, iR MAERHEE, EEINAE LA 8B RIET H. HE

FRRIELE TR, 4T —2 o LY, R BRIV E KA ;

10) BB EREENBOERRIERTA, FE—MEUTHEOTAMA600 uLiEE AR, SLAFF
YEIE, B MEFIRORE—TE, B35 uL;

11)Chroma SpintF EF B EIS B B IEMRIE, M EMAE, Migd R KIESAMRER KTFFLEN
5 FHHBRTEMAE Z 5. BPCRAEYIET ENERMAE, K9 FREBEL B, m/FFL
EH 5 F N4 BIEMAE o B, DNAIZ S F RV MR B E $E6~ 0B REEE
#& cDNA 9453 Nanodrop 2000 #2iX LUt &£ B HIXX 5 cDNA IR,

6

7

8

9

745N EE cDNA B hNEiEES 4k
1) DRVET B EC~IEMHECDNA, E—ENHIIREB T R#TNEER:

WiECDNA 120ng
PPR3-NS 1,2, 3% M L Bk (R 1A R) 200 ng (1.5 pL)
10 XT4 DNA Ligase Buffer luL

T4 DNA Ligase luL

EBEBFK HEELO uL

2) 16°Ci37&iEHE (16 h/EA) , 65°C FIFESmin, fEEEATE;
3) BEMNEPMAL uLAI3MEEER T (PH5.2) 120 LI TEK 2B, BT - 20°CH¥/ N\ EH;
4) 16,0008, B5:20min, AIEERE DA G, Blis £E;
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5) BEHRMANL mLEKZEE%—R, 16,000g, B20min, Elig EiE;
6) FFEZE BT 8 min, A8 uLBYddH,OB IR

8.4u{LAIINHE cDNA LA NEFE
1) 8% ATEA TN RENLS mLEPE, H 3 BUMEFIRIE, ME K EFULSmin. BB EE5 T2 mmeE
AR, B K LTS

2) RBTRAUTAOREE RN

i
o
m

80 ULAYDH10BEZ A4k EOE D R/NEEEW2 UL
80 uLAYDH10BREZ A4 BIEDRNBERET=Y2 UL
80 ULAYDH10BZZ AR EE DR/ NBEREFW2 UL
80 ULKIDH10BRERZ A 4AAE BB D R/NBEREF=H2 UL
80 ULAYDH10BEZ A4k pUC19 i (10 pg/uL, BAMESTER) 1 uL

#OW W W
[
oy o O

BBRBUITRAE, BERRIEGROREB IR MEAETULE 2 mmBIERAR, FRFE~ LS,
3) BHELBE2.0KY, 5 ms, BEEREIMAL mL SOCIEFE, BB BERM~MEREMNLS mL
B, 37°C,250rpm #EF1 h;

ER100 pLIBFFF= %710 cmER SR T HIERILBTIR. 37T CIEF I RIEF;

SEZRATT/3 ADEMAS YN KT E S ERMERPCRERE  BINES M D RA X4 BE
it

R TS RIAA S F B . — AR SR A ER K EETE 750 bp~2000 bp il H B ERMLE SR
FEYPRE, BERMANS ULBIHER (Glycogen) . 0.5%4FRRI7.5 MEEERTE LUK 2 SIE (AT TE K Z
fi2, F-80 °CHUE 2h (BIENF=#7100uL, MAINS0ULEIT.5 MEEFR $2 A K387 .5uLKI 7K ZF2) 5

4°C, 16000gE 0330 min, 7 L5,
A1 mLEKZEEEHLIR, 4 °C, 160008820 min, 7 L&, FF & E R TFI128 min;
EE A0 uLFddH,0, Nanodrop 20004 X FECDNAKRE o

4

5

6)

T

8
9

DH10BE¥ ;A AATHIE

1) BEE—NEFMENLBFR, M - 80°CAEE HRFHNDHI0BREZ SE M, AXEEMIFENE
BRI, 3T°CIBFFLYL5h, FHIRIR B R BY DRIKIEFRE. L0%H A ERE PR, HESBAK
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URBOEMEOM, BEXE.

AR REFRMDHIOBEMKEM S TR, BN —REMRESVE, RRILERLE . ERES

REERBAKEE, 10%H BREEAEPREE, BOENBORBREBBAKIER.

BABITFEEMTFSE10 mL YTRIEEFEN100 mLERAD, RHIEFIR, 24 mLER

FEB400mLA2 XYTRFEFEM2LEIIRP, IR5HHEHEOD,, [EH0.4~0.5, RHEFHE

ER37°C, #iE 7220rpm, ALHEF2~3h;

BHBEMFIMEREBZEFULH500 mLE GRS, K EFHE30 minf5##174°C, 7000 rpmE

2min, 7 L35, BIKEE;

4) FENMFLBEENBOMPRMALS mLFULMEREHR, ERRNK, BB E4N50mMLBLE
/1, 4°C, 4000 rpmE 05 min, 7 L&, BIKEE;

5) BEESELI—R:

6) EENFLEBENBELEPRIMAL mLITLHI10%H B, BEEA, 4°C, 4000 rpmEB 05 min, 7

L35, B EE;

FEINFELERHNEOEPMAL mLIUSAI109%E 1, EEEE, BEDBIENANLE mLEL

&, 4°C, 7000 rpmES L1 min, 7 L&, BIRE&;

FAEPELEENBEOERMA200 uliAa910%E H, EREEK, S5 B2 A, B

50 LA F I NBZ SHAMMREURE, HRWRAGFRE - 80°CRTF;

0.2 cmBERMF ZEMEFRAZHEABEF F2MRAR LSDHHFRS, EESHH, FTE

BR TR EME NP, ELKE, BBEHRTAEKE 0.5 cm UAEE ERE, Kh&#E 5 585

DR

10)BR50 pLEAZSAIFL.5 mLEOEHR, A BHIDNA CUERE WALEER 1uL 10 pg/uL BITER
AL pUCL9) HAFIKIT EP BIREZRS, BR™E£S8, L AMENKF;

11) 200 pLit ki ZA-DNA BESMIREB BB EHH R (B R~ ESR) , RERERERIFK
AR, = LS, FAKF;

12) B3 B 50:2.0 KV, 5 ms, BBHFREMAL mL SOC 1E5#E, BRBEHRN“YEREHNLS
mLEP &, 37°C,250rpm #5571 h,

EY 100-200 pLiR# B &R E RM LBFEAR Lo B FRE B M T 37°CIE A mig 5 13-17 /16,

ENFRTE 100 fEH9ER 100 UL 7&7%6 10 cmBy LB FAR(EFMM), 37 CHEFIR, Ft BB, itEE

W=,

2

3

7

8

9
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=N
« §IRFEMEE =100
MFEARER
100
- X10°=1X10" cfu/uf DNA

0.1X10°
REESHREELVBEZTFT1X10° cfu/ug DNAZ AT FEE,
2XYTHEFEMNES

BEARK:  17g

EEEHREY): 10g

aibm: 5g  IMHCUATpHET.0

B PR FRER0.238 giE A PR BRI, N800 mLEVEBAIKARRKK, R 2 ARE
BREBAKESEL L

9.3 ECDNAK EEE S 41
1) BRTREEMNAEERER:
SEECDNA 180 ng
pPR3-NS 1,2, 3% M (L 3ilA (BRIER) 300 ng (2 uL)
10 XT4 DNA Ligase Buffer 2pL
T4 DNA Ligase 2puL
EBTFK HNEBE20 uL
2) 16°CiRIES (16 hizh) , 65°CTIEHES min, EEERIE;

3

EIBEEETYER—E, AEFMAN6 uLB3MEEE A (pH5.2) 120 ULIYEKZER, RAOER®B
ZL5mMLELESR, BF - 20°CH/NNAER,;

4) 16,000g, &:0:20min, BIEERE WAGNE, BiE £E;
AERIMAL MLEKZEZE—R, 16,000g, B::20min, EiE £iE;
6) FAZEZERTIE 8 min, IIA20 pLEYddH, OB fETE.

5
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10. IHECDNAK B =131

1) E%SFEAENLS mLEPE, MEK LTS5 min. BANEE2 mmeBRF, MEK LS ;

2) EXIREYEPEFIIANLO0 pLERREIDHIOBEREL LIRS, 2 uLEREFY), 200 uLiBRBEDE
55

FA200 pLigRESRIRE = HB TS VBB, BERN, BIEUSEL2.0 KV ,5 ms, BEF
FURIMAL mL SOCHEFHRE, HIHES50 mLEOEH, 37°C, 250 rpmiEF1.5 h;

53 BENEFEL00015. 10000fFAYER100 ULIRFH10 cmBILBEAR(E R M%), 37 *CIEFIER, Fit
BB 1T EBE ; FepEs = cfu/mL SRR (mL) X HBREF

BHITE:

- SiRFMEH =100

« FtRIEFR = 0.1 mL

HREF =107

NS EEHER:

100
0.1mLx10*
5) RBAWERITEABXEERLX 10 HUFARHNEALTIBDADMHN, RERABHRMAEREL

N 52384H, 90N=10, MFHEF 4101100 pl DHI0BEFHELEZ T,

6) MEEHUNMANE R FIEFERF10001E. 10000FHER100 uLAR#100 mm LBEAR(ZF %),
37°CIEFER, FRRBE TR ESOITEXEES.

XEER=XEHE X RERERSmLE
) BRTRBENERIZ600 uL/fRF#H150 mm LBFR(EFHM), 37°CHEFfFE®R. F R

WF, BDAREXERR, IMANSEFRRBRERIS0%H H, (REFTF - 80°CikFEo

3

4

=1X10" cfu/mL

11. XEBANRBRERE
HEHXEERG, B EEETEE PCR, RN EERFBNS BN RBTRESNEE
PCR RRZ{EF,

4% R
template PEE
2X PCR Master Mix 20 pL
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8% R

Deionized H,0 17pL
pPR3-F Primer(10uM) 1.5uL
pPR3-R Primer(10uM) 1.5puL
B 40 pL

ERBREBEERITRS, BB OER BB OEERK.
& EAPCREETFPCRINS, IR T RFATIRERNIZR, #TXEREPCRERE.

pZ BE B ]
1 95°C 5min
2 95°C 30s
3 54°C 30s
4 72°C 1min

2~4 &30
5) 72°C 5min

6 25°C 2min

PCRESSRFITIRBEMEREAR BRI IR, SARHVEN, HRE XAV ERFIBAME 2R

N RRERERTS

AREMRE BABE

WHECDNARR: — H—HEMHE"EHERT  EERTEMRRE BFARTE—, #
BEW — MRS MRFR BRI REFE L FIER#1T 7 EHBIRI.
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- MY ZRNAZEMRNATE
52
TUEDRARE e AT REAT
R Za8
= A
SIETURCONA  perpigsnacn e
I EECDNAF=4 7R
HERE<01Kb | PCRAVEFMAST
e
XEEEEE  EEMEE

1383 IR AE A R AR AT 2 RNAFImRNARY
RE, BRESMNAEYEE A (NR
RNABTERYTF, BIREKIE, WEAEZMR
HIRNASR BT INEER & AL ; SIRRNAR &
17, WHRBEHMIRERNA);

2 AR BIR W #ITRNARR E MR
N, NRRNAR 5 R, REFTAIEC
B tipkE 2T ERNaselIiTH, Hit—
A EFIREVERNA;
3ATERZHHERTERNAKIE,
1EE R & PR A EBRNATET
R0

1EPCRREE S MBI MR MNMEI, 24
EERBRET. MRIGMBEFRECREE
REPCREMMGR, NEHERE—
FYRRITE AR

2B AN 2 PR HEIXTEBRNAKITE
TR NRITFBRNATKIS T RIFINER,
{BSRIRNAEE , BB ARNARTBEH (A1,

BENEAE—ETHITE ENE R,
PCREFIBIZD3~4 MBI £R

1B DRSS BEWNEECDNARKRE, IWHE
CcDNAMYRE N 3ZTE100~200 ng/uLKIR
EEEm;
2ERBIRARRBABRIERER, &
BARRPLEME N EATE= YRR
BIE, AEERARRXEERMNNE
KEWRFIMEERE,

RUEENEONERRRSR

17
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1.EHERMNFECDNA, At 5B 1IN 5%
CONAT A RN E;
2. ERPITHROBHLL S R, G190, £
SEARGR S B R 2 e i
R, REEE— NS B, MM RS B
REXS RIS ;
SABIUHANERELESSERT
MRBIT50%MEEASTKR T, FROEERD UMEF AR NE RS
XEERNAEARNN  NEHENF B (BN<0.4 kb), B ARG, WiECDNARSY R LUA B
MIEECDNAD LA BARI  AMEE TN, 67\ 5 RYE Rith i A
BEREE, AERHRNRD PR
4 FNEER T HEEMER MREACT
R, REMARERER, AIERTEMS
8, NI TR ER T
5.5 cDNAE S TE I RE LR R
HEANRESBNECDNAS RS FET

SRR B
+. MR
MR 1:mRNAZELLE R FMR2: IECDNAS FLLE R
bp bp
5000
o0 g
000
2000 3000
1500 iggg
1000
e
500
500
250
100 300
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Ff$SR3: W ECDNALE (L5 R Wi R4 X EER SRS

bp M 1 2 3 4 5 6 7 8 9 10 11 12 13 14 15 16 17 18 19 20 +

+: BApPR3-NA R
— UK AR

RMZBRNECNERRRAR 19 www.genecreate.cn
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HNEAREMITIERIRAR
WUHAN GENECREATE BIOLOGICAL ENGINEERING CO., LTD.
dohk: AAEE EOX T TR R R BRALEOR & Z R (AR el = AV
E2iE: 027-87960366
#P#E: marketing@genecreate.com
P4k www.genecreate.cn
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