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Sufficientreagents for library construction assays per kit.
Store at-80°C~4°C



ﬁﬁﬁ"ﬁc NS FIREMTIZHEIRE L E] WUHAN GENECREATE BIOLOGICAL ENGINEERING CO., LTD.

GENE CREATE

Hk

B B )
=R )

7~ B&EME -
\E’é$lﬁ et

. ‘E'RNA}:EHR*UEEL/W B I IR T LRSI 1 o]
1
E—4% cCDNA B9B R :
BBHE CDNA B RR-weeeeereemsesemms st )G
FRFECDNABB IR ST LRI BE----ooemeemrmemmmsmm s ] )
HLAITUEE CONA LB INETEIE S AL+ -voeereeeer oo ] ]
MBI EE CONA B/ NBEE e .
TRFECONARBIERE S -----oereveeemremeeem e 14
10. iX%&cDNAk%&?%F‘#%E% e ] §

—-

.“7.00.*‘.@.‘":“9’!\’

RMZBRNECNERRRAR 01 www.genecreate.cn



ﬁﬂlﬁe NS FIREMTIZHEIRE L E] WUHAN GENECREATE BIOLOGICAL ENGINEERING CO., LTD.

GENE CREATE

— EamET

BEZERAXERRIRAR, BMHT —FMERNASZpoly A+ RNAKBERES KDNAXENT
o AR ECGALAB B BNFN RS L, @I XNPGADTT FHIHMAHITHIE, BIMEIN T =HEE
A2, A5/ mIE AT M 100 ~500 pug RESRRMEZEY S RNA H1, 253 mRNA 538 25 cDNA
A WEE cDNA &HLWEE cDNA 9 NEEEE . ABEEEL, MBEAESRENEE
CDNASZEE, %R Fl & 4R (A9 IR 57 BT LUR SR 5N DNASI R iR T | £ A At I &, A5it 7
R NEERESMT UTMHA:
CZEAFRRENRERBETE AT BENMMLYY RERE, EEEMNT RERBHARE S
FE=H, ERCONAMKES, KB KEREEEIT;
CHIRFIRIBIISPGADTTHE R T T BBRE, XM =N FREKILBAE (% HPGADTT-S1,
PGADTT7-S2, PGADT7-S3) , #83HE A LU 1M ARSI NN REM S, AN =EXEHRS R
FEER—HIEECDNA, ATLURIE=AEC M B KE, AR, XEHESE BN —5t.
CBRAFEBESEXESENER E, BE 5| NCCOBARERR AR T SHM™ 4, BAH
100%PAMEE;
ZRFIRRMMDHIOBR AT T BRMENHENE K, B RFETNR R ARSHNBES
ARz M7 HI X 88 TR A4, UER B 3R BE SR B E /1 X 105

—

N

w

>

5. ZRMRRHMIETSHE EEMASEL, ENFe, BEAFRTEBTIMNGZEMSFIM k.,
—.ERAn
23009-1  SMART Oligonucleotide (10uM) 10 uL - 80°C BoxA
23009-2  T7 Primer(10uM) 500l  -20°C BoxA
23009-3  3AD Primer(10uM) 500uL  -20°C BoxA
5 23009-4  5'PCRPrimer(10uM) 100l -20°C BoxA
23009-5  3'PCRPrimer(10uM) 100uL  -20°C BoxA
23009-6  CDSIII Primer 20 pL -20°C BoxA
23009-A1  RNA control 10uL  -80°C  BoxA
=5
23009-A2  dNTP mix 00pL  -20°C BoxA

RMZBRNECNERRRAR 02 www.genecreate.cn
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23009-A3
23009-A4
23009-A5
23009-A6
23009-A7
23009-A8
23009-B1
23009-B2
23009-B3
23009-B4
23009-B5
23009-B6
el
23009-C1
23009-C2
23009-C3
23009-C4
23009-C5
23009-D1
23009-D2
23009-D3
23009-D4
23009-E1

23009-E2

5X FS Buffer
DTT

Reverse Transcriptase

50X Advantage 2 Polymerase Mix

10X Advantage 2 Buferr
RNase H

10X Restriction Buferr

sfil

10X T4 DNA Ligase Buferr

T4 DNA Ligase

Glycogen

NH4Ac(7.5 mM)

DH10B

pGADTT7-1 Linearized plasmid
pGADTT7-2 Linearized plasmid
pGADT7-3 Linearized plasmid
2X PCR Master Mix

Oligo (dT)25 beads

Binding Buffer

Washing Buffer

10 mM Tris-HCl

sodium acetate (3M, pH5.0)

PCR-Pure Kit (10 columns, 10 mL CP

buffer, 30 mL PW buffer)

30 uL
10 uL
10pL
20 uL
100 pL
10pL
100 pL
50 pL
100 pL
30 uL
50 uL
ImL
200 pL
10 puL
10 uL
10pL
5mL
ImL
5mL
5mL
5mL
200 uL

1 kit

-20°C BoxA
-20°C BoxA
-20°C BoxA
-20°C  BoxA
-20°C  BoxA
-20°C BoxA
-20°C BoxA
-20°C BoxA
-20°C  BoxA
-20°C BoxA
-20°C  BoxA
-20°C  BoxA
-80°C BoxA
-20°C BoxA
-20°C BoxA
-20°C BoxA
-20°C BoxA
4°C BoxB
4°C BoxB
4°C BoxB
4°C BoxB
R BoxB
ER BoxB

RUEENEONERRRSR
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23009-E3  Xylene cyanol (ZBRZEE) 1mL - BoxB
el 23009-E4  Purification columns 54 =R BoxB
23009-E5  Column buffer 20 mL =R BoxB

iAKW EERRAD EBPRERM, BHFKERRER, 8RBRE REFRR, HER
TrERERFIBNAENF, Ao EEEA!

= LIRS

5= AN Poly AT
SMART = CDS Il Primer
Oligonucleotide First-strand synthesis coupled
with (dC) tailing by RT
VAAAAVAYAVAVAVAVAVAVAN

B’/GGG(’—_

(¢S
l First-strand synthesis by RT

5= GGG/ VVVWWVVVV\

5= CCC
Second-strand synthesis by
LD PCR

Enriched full-length ds cDNA

by purification columns

>

purified cDNA Linearized plasmid

l Sfi | digestion and size fractionation

l Ligation and transformation
o
o
o

RMZBRNECNERRRAR 04 www.genecreate.cn
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. L3RR ER

SRNALZEY, SRNABTEE T

!

MRNAZETYL, mRNABE T

|

E—4 CDNABIE B

|

S5 5 cDNABYE B

|

Box |

X iECDNA B2, 4ifk. Bt

|

ESEIHYINEECDNAS R 53 B

|

53IEBIINEECDNA LA /B

|

Emx |

INEEREMALSEL

!

BRURESENR BRI

BEX

|

SERINEECDNA A K& R

|

ABEREMALSEL

!

BARBRXNEXEESERN
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AGEREE

BEZERAXENRRA2WENXE, BRABTRESR/MRHE, TBEAZARRARHE
FEBZENERRDFHEREF REMFEMOVARZ ARRES ZEANEA-RAEE
e

N BEHE

RNase-freef9 B L E B R AZEItipk, PCRIY, B2, BBEFFLIY, FBRAT, IRARHRRRAS BRIk (L, KEARAL
BOW, BKZEE, 80%Z B, FRBL S RNALUR Bl & &/ A 15 7+ B AR TR BIFRA A14#L, DNA Markero

tEEEm
1. BRNARIAHE LR AL HRIMRNAS I I TIAIR 2 & A R E W CONARBTIR, —E B S los

SRNAFILZELEIMRNARI S, (RIEFE AR FTE#ITEERR, RITRBMEN, #ERERE
e, MRFEAYIPBLIE, REBIBABHYERTF, URFZIMRNARZE,

. S RNALRER. mRNAZE (L LUK 55— $EcDNAS B I D SR 307 E, 19 B B I TRNase S RIIER T
#1T, FEMBOESFE, EANMEBOEMBRBHpXIYNTRNaseiSRE, BFE R
REMEKE#1T,

. SRNASREY. mRNAZE(L LA K 5 —5ECDNAS BB D SRR IZ & 4F £ — R A TS, B RNARE

R FEERSRIE = A R

REERMEEYTIMANB BIEREN FTHIREEY), HREESRESIRMEEYF.

REFBEMER R (1) , REASEHEHEENERHITT k.

N

w

LA S

I\ KRBT

1.2 RNARREXFN B 242

1) ERNARBMENEEMNAE RS REONAGHNER TR, AlREREMREOERSEMNI
FERTF SRNAKIZEL.

SRNAGREHN: AL B 1 %A FRBSHERS, B2uLE RNASloading bufferB4 /G, RIEEEMIE
AR TS, BB PR L BB IR AR, E200VIEE FRERL5minEHK, tNELFR, REITF
BIRNATEIRREME AR E AT M ER B FR 5:BE A5 1S, 285:18S RNA BULLHIT] LUTAE: & RNARISEEE
1%, ELAZRNA RIIBIE 28S:18S LEIRLYFY 2:16 34 FREFLEIMIAYE RNA, #HY5REE LR 1.5~ 2.5:10

2]
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E1 SRNAR R FIE
(ZZE2RNAF Sm G18EY, PIEIFAE SRNAE AR E18)

3) ERNARREMEA : MERNAFRERH2 ul, F37°CIFE2 hil L, BikNE S ERNATBEX 3,
YLEFE B RNase5 3, RILBRIBERN, AT UHT T —F LR INRFBE2 h/ia, SRNAEM™E,
N FEEEFHIRIVZRNA,

2.mRNA4i{L

FARZVR I fE AT AL HIMRNATE R SA AR T R W HE & AL, AL EIMRNATT LUHERRrRNA
FItRNASS T iisPCRY 1 7= £ M IERER M T, 1R EM B MY 1. EEAMRNA purification kit
MRNAM100 ug~500 pg e E REFH S RNAFR TS BLAK,

1) MEHRSRNAKE, BX100 ugSRNARERMDEPCKERZE100 L, 65°CAARIESmin/E, R
ZREER, K EREBER,

BN ESEWEN200 uLiiEERNase-freefIPCRE R, IEPCRE B THE LR L30ss E R
KRE2UETBOERE,

3) HLEE, BOEMBEALR EBFE, IIA100 pL Binding BufferE HiH, $EOEREH L,
FHBTLTUREFR LA, BB 0S8 NBEHZR EFF, IIA100 uL Binding Buffer®E S#iEk.
BRNABERIMABOER, THRS, BB RBIRERITSmin, EMRNAS ¥ EHZRIGERIZ
IE (dT) BN S

BBELEBETHMARLEARES, 5LE.

BEOE ML LT, F200 ul Washing Buffers& EmRNA-HEBESE SR, 8RE KR
BEHEE 159 LB AR, BT LUEE2 pURAK, 8 e IR B HEER .

2,

&

5

U
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7) EEOEFRMAL L 10 mM Tris-HCL, pH 7.58948 ik, £ BN KEAMPCRE R, FTFPCRIY,
RERE5C, BIMANERBIPCRE, MAPCRIY, BB 7E2minIIBPCRIGEE M65°CFHZEB0°C, FA
ERIRE FHAR L, AREEEE LERBENIIRNase-free BOEH,
T2/ :65°C 8s 14 cycles S MEWMLE

80°C 2s
AR HREARS CHIBHEARMNPCRIA, HEEFFIS0°CIAMBH#AEHEF K LFEE2
mine
BBLOBBTHOHRELEARES, BB LEZ— 1 HHRNase-free®IPCREH, BXS uLAFIix
BENEERR K, R TRIA T &M E—5E cDNA.mRNAIRASHEER BXBIF S5 SRNAR—EL, 40
EIFfR, MRNAB K ETEERBEE S _E BRI B — MM, TEHHEL~3 kbTER RS
BRNEES, AEABHESHENT1kb, WHEBEHHITMRNANS E,

8

3.5 —HECDNAMIE B

1) RNase-freeBJPCREFIMANU TR, BEE LES : (X=2RNAM1ug, REZELH0.1pg/ulo
MRNAZ/N0.3pughl £, AREZE D 70.1ug/ul)o

ERNA/MRNARE G XuL
CDSIII5 |47 (10pM) 1yl
dNTP Mix(10mM) 1yl
FHH,0 11-X pL
BEFR 13 L

2) T2°CRE2D;
3) iRk £4#1243¥F; 11,000rpm/min,10s;
4) BUTEEYREFHMANLARPCRELESR, BS:

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

RMZBRNECNERRRAR 08 www.genecreate.cn
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5) 42°CREE109% (PCRIY) ;

6) INALuL SMART Oligonucleotide (10uM) 514, 843, 42°CHE & 1/)\BY;
7 T5°CRBL0NH, RILE—HENER;

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

4.5 " 5EcDNAMIE B

1) BEEAMEHAM-20°CKFEIE, BAERIERSY, BB B RRTRMAT, BH%E 1

CDNA BRR IR o

First-Strand cDNA 5puL
Deionized H,0 (EE7K) 33uL
10X advantage 2 buferr 5uL
dNTP Mix(10mM) luL
5 PCR Primer (10 uM) 2.5puL
3’ PCRPrimer (10 M) 2.5uL
50 Xadvantage 2 polymerase mix luL
Total 50 pL

2

FRIRE R NAZRF, #1755 —#EcDNARY & 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 FPCRIUA, A TX

fBIFE
1

20MEIF

RUEENEONERRRSR
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3) BX5 uLZE Z§ECDNAS ALY P4t {TIRBEREERAR BRIk AR, FIRBV-20°CIRTF & B (R LA ¥ 18
50 ULAR, ARBNERERERBXENEEE, BT —B2BaM %) . Wik
CDNAF=#3# 1T IR BE WE BR AR FE K T o

5.3 5EcDNALE{L

fEFPCR-Pure Kitaifb & ALY HECDNA:

1) BERMAZILSMLEBOER, MASEAEFRMICP buffer, RO EHBEANETH;

2) 11,000rpm/min, B:\1min, 7 E£i&;

3) MIAT00uL DNA washing buffer (ERFIMNIEEFIRHITAKZER) ,11,000rpm/min, B
1min, £

4) EESE3;

5) 11,000rpm/min, B:2min, FEKREE;

6) BHAHLSMLELE, MA50 pLddH,0, 11,000rpm/min, Bx2miniRt.

6.3 CDNAESEIM 3R 57
1) BT RINRECH) Sfi | EEYIIAR:
Aoy MAE
W5ECDNA X uL (10 pg)
10X restriction buffer 10 pL
Sfil 5uL
ddH,0 (85-X) uL
Total 100 pL
2) EABRBRERWTRES, HEEBORRNRREZER . BFREARREDEMR 50 uL/EF

PCRAY, 50°CESEISH;
3) BWIPCREFMIRS, ARMARPIMANIO UL 1% —RXEREHTIRE;
4) tRIEFE20M 1.5 mLEPE, HiZRIMFHFIES O ER L,
5) HEHE—MREITEMASE O (Purification columns) BFHBH AR R, BHERELAUTS

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

RIEE T RS RZHMTENE) , FTF T, ILEEE PRE EhmiEd RO S isE O, B

B AT LU B AR A BB ER R E . BIIR 29 0 178/40-60F), LEAIATRZ 29940 plo SRR K

BE—ANERLN, WEENERERHESHIRFEEAIIU LS

YUIFEE RRELEE HE, V0 it CAE B MEE) mAETRERZRIT00 uL column buffersf

fEEHAE;

LR RS LT (£915-205) §) BY, OIS S UG PCRA=4H — R RER LR A=Y MR

FRETAEDH0RE;

A4 INL00 uL column buffer, iR MAERHEE, EEIINAE LA RBRIET H. HE

FRRIELE TR, 4T —25 o LY, R BRI E KA ;

10) BB EREENBOERRIERTA, FE—MEMUTHEOTAMA600 uLiEE R, SLAFF
YEIE, BN EFRORE—TE, BEL35uL;

11)Chroma Spintt & F B RIS IR & IEHRIE, T EMAE, MigdFKIESAMRER . KTFFLEN
2 FHHBRTEMAE Z b BPCRAEYIET ENERMAE, K9 FREBEL B, m/FFL
EH 5 F N4 BIERAE o Bk, DNAIZ S F R/ MR B E6~ 9B REEE
#RCDNAMIZR 73 . Nanodrop 20004 X Lo L 88 B I INECDNATKRE o

6

7

8

9

745N EE cDNA B hNEiEES 4k
1) £ BUEF RO E6~ 9B WHECDNA, FORIZIR FR#AIT/ NEEEE:

WiECDNA 150 ng
PGADT7-SG1,2, 3% M il (XA R) 200 ng

10 XT4 DNA Ligase Buffer lulL

T4 DNA Ligase luL
EBEBFK HEBELO L

2) 16°CiE&iE (16 h/A ) , 65°C B Smin, EEEKRE;
3) EEHRMANL ULAY3MEEERSA (pH5.2) F120 UL TEKZ B, BF-20°CH/ NS EH;
4) 16,000g, B20min, JEERENAGIE, i LiE;

RMZBRNECNERRRAR 11 www.genecreate.cn
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5) EEHRMANL mLEKZEE%—R, 16,000g, B20min, Elig EiE;
6) FFE=ZERTHR 8 min, A8 uLBddH,OB IR

8.4u{LEIRECDNAA S NERE L
1) 7% ATEA TN RENLS mLEPE, H 3 BUMEFIRE, ME K EFULSmin. BB EE5 T2 mmeE
AR, ME K LTS

2) RBTRATAORAEE RN

80 LAYDH10BEZZ A 4Ak EOE DR/ NEEEW2 UL
80 uLAYDH10BREZ A4 BTEDRNBERET=H2 UL
80 ULAYDH10BZZ AR EE DR/ NBEREFW2 UL
80 ULKIDH10BRERZ A 4AAE BB D R/NBERETTH2 UL
80 ULAYDH10BEZ A4k pUC19 ki (10 pg/uL, BAMESTER) 1 uL

WoOW oW W oW
w S w N =
m o M o

BBRBYITRAE, K& PRIEGORELTS ZIX RA0KETNS B2 mmBY BRI, R E £,
3) BHELBE2.0KY, 5 ms, BEEREIMANL mL SOCIEFE, BB BEERN~MEREMNLS mL
EPEM, 37°C, 250rpmiZF+ 1 h;

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

SEZRATT/3 ADEMAS MM KT E R ERMERPCRERE . BINES M D RAD X4 EE
bt

AR DRI R 3 P B . — AR B SR 7 BRKEETET50 bp~2000 bp 8l iR ZRHJLE DR
YRR A, MERMAS ULBIHER (Glycogen) . 0.5f&AFRAI7.5 MEREASZ LUK 2. SIEAFANIT KT
B2, F-80 °CH & 2h;

4°C, 16000gE 0330 min, 7 L75;
A1 mLEKZEEZEH LR, 4 °C, 1600088020 min, F L&, FEERTFIE 8 min;
EEFMA30 puLFddH,0, Nanodrop 20004 I FECDNAKRE o

4

5

6)

T

8
9

DH10BE¥ ;A AATHIE

1) BB PEHRMEMILBFR, M - 80°CAEEHRFHNDHI0BRZ S E M, AKX ERMIFEINE R
X4k, 37°CHEFRL915h. H IR B RACEL BRI E. 10%H . ERE R, HEEBAK LR

RMZBRNECNERRRAR 12 www.genecreate.cn
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BOBNEOE, BEXE.

AR IREFMMDHIOBEHKEM S TR, BIN—REMRES0E, 8RYLERLE . ERES

BREEZRBAKEE, 10%H HBEEAEHNRES, BOEMBMVRBEEBBAKIDE.

BARBHEEMTEE10 mL LBRAEFENLI00 mLERMAS, IRHIEFIR, EMd mLER

FEFA00mLA2 XY TRIFFFER2LEAMF, HR71EHE0D600EH0.4~0.5, RHIBF AR

ER3T°C, #E 220rpm, AL9HE72~3h;

BHEBINEREBEMAH500 mLE LR, K EEE30 min/Ei#174°C, 7000 rpmE ity

10 min, 3 £, EIRE &

FEIFLEFNE RPN mLIULHERE SR, EREEK, BBESOMLBLEF, 4

°C, 7000 rpmE 310 min, 3 L3, ERE1E;

BESBLI—NR:

FABNFELBEENBOEFIMALS mLIAHI10%H H, EBRE A, 4°C, 7000 rpmE 510 min,

F LA, BIREE;

ABIAFLEENBOERMAL mLIUAHI10%E H, EREE, FHLBHALS mLBLE

/,4°C, 7000 rpmES010 min, 7 _E3E, EURE &

FEIAFLEENBOERIMA200 uliAHI10%E H, ERE K, S BHENRZELMA, B

50 uLA T NBZSAMIEMNE, HRNRAKEFRE - 80°CRTYE;

0.2 cmEBHERMREMEERPEHEBF T ENRKELSDHHTFKS, EBSDH, HIE

1BE TR BVE N KR, ESR0KE, B EHEMRIAEKE0.S cml A @5 Lk, KPEEsD #3s

E=H

10)BR50 PLEZASLRMTF 1.5 mLEOE R, INBKIDNA CUEFEMEMEALUL 10 pg/uLa9sd B
KIpUC19) HAFIRITEPERERES, BR /£ 508, LAENKF;

11200 pLiekiFBZA-DNARSYIRIRB BB EN R (B%=ES0), RRIERERIFK
TR, & ERE, EAKF;

12) R BE:2.0KY, 5 ms, BBEFTRIMAL mL SOCKEFHE, EBBEERN =Y ERERLS mL
EPE&H, 37°C, 250rpm 155730 min,

EX100-200 pLi&#n 2 S E RMLBFIR LG FAREI EMTFIT°CHE A RIEF#13-17/\6,

ENFARR100E BB K100 pLiR7E10 cmi LB FiR(S M), 37 CIEFER, FitEEY, iHERK

HE,

2

3

4

5
6

7

8

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

0.1X10°
MARSENYEELEFTFL X 10° cfu/ug DNAZT AT LU BT EE.
2XYTHEFEMNES

BREARKR:.  17g

EEEHREY): 10g

aibm: 5g  IMHCUATpHET.0

TBRSR I FRER0.238 @B PR BRI, N800 mLAVEBLAIKARRKK, R 2 ERE
BREBAKESEL L

9.3 ECDNAK EiEZE S 4L
1) BB TREEMPABERER:
IWEECDNA 180 ng
PGADT7-SG1,2, 35 M (&K (1A &) £300ng
10 X T4 DNA Ligase Buffer 2L
T4 DNA Ligase 2puL
EBFK NEBE20 pL
2) 16°CE&ERE (16 hZE ), 65°C T ES min, (EEERIE;

3

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

4) 16,000g, &:0:20min, RIEERE WAGE, BiE £E;
AERIMAL MLEKZEZE—R, 16,000g, B:020min, EiE £
6) FEZERTIES min, IA20 uLBYddH, OB METIE.

5
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10. IHECDNAK B EREF=1H 1L

1) EBFATEUKERNLS mLEPE, MEK EFULS5 min. B2 mm BB iRAF, MEK LTS ;

2) EXSRZBIEPEFINNL00 ULARAREIDHI10B AL LIRS, 2 ULIERY), F3200 uLi5Re3 7B 5;

3) F200 pLIBREBIOR AT BTSRRI o, RE R, BENSE:2.0 KV ,5 ms, BEEH
JRIAL mL SOCIEFE, ¥##%ZE50 mLBOET, 37°C, 250 rpmiEF1.5 h;

4) HFEHRE10001E. 10000FHYER100 LiR#H10 cmBILBTFAR(EFHMH), 37 “CIEFTR, HitE
L ITEBE,;

SefEHs = cfu/mL $HIRIETR (mL) X HREF

B E:

- SRS =100

« SRR = 0.1 mL

«BREF =107

N EEHER:

100
0.1mLx10*
5) RBAWERITEABXEBELX 10U FARNERALTIBADMHN, RERABHRMAEREL

N PSRE4R,

6) 7BUEVEREL000 . 10000fFHIER100 uLA#100 mm LBFIR(EFH14), 37°CHEFIR, £
RIREF IR ESITEXERE.

7) BRTERIZ600 uL/tR3F#H150 mm LBER(EFHlE), 37°CHEFtd . S RIER LT, Bl A
RIS EER, IMASEERBKERIS50%H i, REF T - 80°CikFH.

=1%10" cfu/mL

11. XEERANR BRERE

HEHXEERG, RRREHITEEPCR, MF N X ERREN AR/ RRTRENEZ
PCRR R %o

8% R
template BEE
2X PCR Master Mix 20 pL

RMZBRNECNERRRAR 15 www.genecreate.cn
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@5 R
Deionized H,0 14.7 L
T7(10uM) 1.5puL
3’ AD (10uM) 1.5puL
BRRR 40 pL

EABRBERWITRS, RNBORRAREOEER.
% EAPCREETFTPCRINS, MR T RFAITIRERNIZR, #TXEREPCRERE.

pZ BE B ]
1 95°C 5min
2 95°C 30s
3 54°C 30s
4 72°C 1min
B30
5 72°C 5min
6 25°C 2 min

PCRESSRFITIRBEMEREAR BRI IR, SARHVEN, HRE XAV ERFIBAME 2R

N RRERERTS

AREHRE BABE

WHECDNARR: — H—HEMHE_EHERT  EERTEMRE BFARTE—,
BEW — MRS MRFR BRI REFE I FIER#1T 7 EHBIRI.

RMZBRNECNERRRAR 16 www.genecreate.cn
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- AR ZRNAZEMRNAE
52

TUEDRARE e AT REAN
R a8
= A
SIETRECONA  perapimsnacn e
IEECDNAF=4 7R
HERE<01Kb | PCRAVEFMAST
e
XEEEEE  EEMEE

1383 AR A R AR AT 2 RNAFImRNARY
RE, BRESMNAEYEE A (NR
RNABTERYTF, BIRE K, WEAEZMR
HIRNASR BT INEER & AL ; SIRRNATR &
17, WHRBEHMIRERNA);

2 AR BRI #HITRNARR E M
N, NRRNAR 5 &R, REFTAIEC
B tipkE 2T ERNaselIiH, Hit—
A EEFIREVERNA;
3ATERZHHERTERNAKIE,
1EE R & PR AT EBRNATET
R0

13EPCRREE S MBI WA MEI, 2
EEMBRET. MRIGMBEFRECREE
REPCREMMGR, NEHERE—
FYRRITE A

2B AN 2P R HEXTBRNAKITE
TR NRIFFBRNATKIS T RIFINER,
{BSRIRNAEE , BB ARNARTBEH [a],

BENEAE—ETYHITEENE R,
PCREFIRIZD3~4 MBI ER

1B DRSS BENEECDNARKRE, IWHE
CcDNAMYRE N 3ZTE100~200 ng/uLKIR
EEEN;

2ERBIRA R R BRIERER, &
BARRPLEME N EATE= YRR
BIE, AEERARRXEERMANNE
KEWRFMEEE,

RUEENEONERRRSR

17
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WREBIT50%H T ERER
MEERRNF RN NN B, (B1<0.4 kb) ,

MISNEECDNAD RS BRI

+. MR

MR 1:mRNAZITLER
bp
5000
3000

2000
1500)

1000)
750

500}

250}
100

1.EH A M WEECDNA. 41k /5 BE 1) W i
CONABTHRDE;

2 ERPITHROBHLLRS B, 6190, £
FUAMGR S B ERE 25 R
R, REEE— NS B, WM RS B
REXS RIS ;
BARBIURPHEREREASSERET
F, FIEH AR LM A TR B BE I 48
B ARG, WHECDNAR AT LUAE
FOMIE [ R IR Eh, f85/)V)5 Z 40T IR 33 N
BEREE, HAERHRNRD PR

4 FENEER THEENER NRE4CT
R, RIEMARERER, AIERTEMS
#, NI TFHRENERETIE;

5.5 cDNAE S IE I RE LR R
BEONRRSBNEDNAS RS FET
YIRS B

P 5R2: WEECDNAB BILE R

RUEENEONERRRSR

18

www.genecreate.cn



ﬁﬁﬁ"ﬁe NS FIEEYMTIZEPR 2T WUHAN GENECREATE BIOLOGICAL ENGINEERING CO., LTD.

GENE CREATE

P 3R 3: AW ECDNAGE (L5 R M R4 X EERERNER

M5 BIEPCRETELR

+: LIPGADT7-TH#ER
— UK AIRIR

REZBRNEANEBERARAR 19 www.genecreate.cn
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