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— EamET

EER/EARXENRIANE, BHT —FMERNARZpoly A+ RNATRIES B 2 KDNAXER
FiE. AIRFIRECALAB B 2N R A UNEF 2 BEIZ R (split-ubiquitin) T SHRE BB X
RRIFRG L, BEITPGADTT LA R pPR3-NE A TS, BIMEIN T =X ENE A= mER T

M100~500 pgFEIHFHEZEYSRNASR, Z3FmRNAS B BHEcDNAS H EECDNAS . R

HECDNAD G/ NEEER L KBEERN, MEREERENEBONAE AFE—HER, &

R —17 I, B A] R B M IR IS AZ IR R FRIA R S o iz IR T & 4R A 1t 71 BT LA SR A9 225N c DNAT

EMARFHELEMNIEN R, MAF AW RERSM T AT RA:

CERAIRRMNRERBETE IS BENMMLY RERE, BERINT RERBOAEEE
¥R, BRCONAREES, B KEREEELT;

CZRFI EBIEIPGADTT pPR3I-NHEH#TTBBRE, M= TR IRBIE(HEH
PGADT7-S1, PGADT7-S2, PGADT7-S3 KzpPR3-NS-1, pPR3-NS-2, pPR3-NS-3) , #8xH &4 LA 3|
MNARSINNREMS, HEN=EXEEEARRFEAR—HIFECDNA, A URIE =X
R S, PR, XEHE S E B —iE,

3. ZRAFRESEXESENEM L, BI5INCCOBERERAM AR T THMN&4, BARTI

100%FAMEE;

4. ZRAIRIRMHDHIBR AT T HNEENHENE K, B XA ETNRRA AR ENEEE

DARe 3 R AN 88 TR 1, XEER R BERRE IR E A 1X 10"
5. FRAIRRENIRA SHE L XA T, BT 2, BATREBIIMNEZ L7158,

-

N

—.ERAn
23009-1  SMART Oligonucleotide (10uM) 10uL - 80°C BoxA
23009-2  T7Primer(10uM) 500uLx3 -20°C BoxA
23009-3  3AD Primer(10uM) 500pLx3  -20°C BoxA
23009-4  5'PCRPrimer(10uM) 100uL -20°C BoxA
5 23009-5 = 3'PCRPrimer(10uM) 0pL  -20°C BoxA
23009-6 ~ CDS I Primer(10uM) 20uL -20°C BoxA
23009-7 = pPR3-F Primer(10uM) 500pL X3 -20°C BoxA
23009-8  pPR3-RPrimer(10uM) 500uLXx3 -20°C BoxA
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23009-A1
23009-A2
23009-A3
23009-A4
23009-A5
23009-A6
23009-A7
23009-A8
23009-A9
23009-A10
23009-B1
23009-B2
el
23009-B3
23009-B4
23009-B5
23009-B6
23009-C1
23009-C2
23009-C3
23009-C4
23009-D1
23009-D2
23009-D3
23009-D4

RNA control(10uM)

dNTP mix(&10mM)

5XFS Buffer

DTT(100mM)

Reverse Transcriptase(200U/uL)
50X Advantage 2 Polymerase Mix
10X Advantage 2 Buffer

RNase H(5U/uL)

RNase-free water

deionized water

10X Restriction Buffer
sfil(20U/uL)

10X T4 DNA Ligase Buffer

T4 DNA Ligase(400U/ul)
Glycogen(5mg/mL)

NH,Ac(7.5 M)

DH10B

pGADT7-1,2,3 Linearized plasmid
2XPCR Master Mix

pPR3-NS-1,2,3 Linearized plasmid

Oligo (dT),; beads
Binding Buffer
Washing Buffer
10 mM Tris-HCl

10uL
50pL
30pL
10pL
10pL
20pL
150pL
10pL
ImL
ImL
100uL
50pL
100uL
60uL
50uL
500pL
500pL
100uL

5mLX2

100pL
ImL
5mL
5mL
ImL

~80°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
-20°C BoxA
-20°C  BoxA
-20°C BoxA
-20°C BoxA
-80°C BoxA
-20°C BoxA
-20°C  BoxA
-20°C  BoxA

4°C BoxB

4°C BoxB

4°C BoxB

4°C BoxB
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23009-E1  Sodium acetate (3M, pH5.0) 200uL =R BoxC

PCR-Pure Kit (10 columns, 10 mL CP

23009-E2 | | rer, 30 mL PWbuffer,1 mL TEbuffery | Kt | =R | BoxC
el 23009-E3  Xylene cyanol (ZEBRZFE) 200uL =R BoxC
23009-E4  Purification columns 54 - BoxC
23009-E5  Column buffer 20mL =R BoxC
23009-E6 ERERRERMF 1.5g =R BoxC

i AFIRREIERRAD EEPREFM, FEHFKIBERRER, 8R5RE REKRR, HER
TrERERFIB AR, Al EEfA!

= RERIEEE

53— MM Poly AT
= CDS Il Primer

SMART
Oligonucleotide First-strand synthesis coupled
with (dC) tailing by RT
(CON VAV VVVV\V\V.VAVN
5’/66 —
&

lFirst-strand synthesis by RT
5= GGGV
5—=CCC

Second-strand synthesis by

LD PCR

Enriched full-length ds cDNA

Sfi | digestion and size fractionation
by purification columns

[
purified cDNA Linearized plasmid

l Ligation and transformation
o
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. =R ER

SRNALZEY, SRNABTEE N

!

MRNAZETY, mRNABE ST

|

E—5 cDNABIE B

|

S5 5% cDNABYE B

|

Box |

X iECDNA BrEHN. 4itk. Bt

|

ESEIHYINEECDNAS R 53

|

53IEBIINEECDNA LA /N

|

P |

INEEREMALSEL

!

RURESENRBRMEN

BEX

|

SERINEECDNA A K& R

|

AEBEREMALSEL

!

BANRBRXNEXEESERN
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hGERER

BERGEAXENRAN RN XE, GEAATRES2/MRATE, TRIEARARRINFES
FEEENERRSFHRREF REHEMCNARZ. ARRED 2 BNER-EAHEEFR.
BERAAXEMZRNISNENXE, BB TRES-BEEANRER-FIAEEAZ BN EIETR
%, TREARASGRAMBESHMEEAEENER.

N EEH
RNase-freely Ly EFF 5 R 850t psk, PCRIY, BE/I5R, BREPTLIN, 4% HT, SRASHESERCAIKAL, SRR
BRI, K ZE, 80% 75, SREVBRNALUR IS TR OK5 5 2L BEIF 1L, DNA Marker.

tOEESEmM

. BRNAEEM AR A MRNAR TR FAIE 2 & S B2 EECDNARRIR, —EBtinE
SRNAFIAEUBIMRNAR R &, RIER 2RI TEHRITELELR, RIRIRIN, #EAREBRS
e, MEFEAHYIMELIE, REBIBHBAYERT %, LR EZIMRNAKIZE,

. B RNAFREL. mRNAZMY AR 55— $ECDNAB R BB LI HAE, R EELRNase TRMIER T
#H1T, FERBOSS5FE, GRNAE B OEMNBRBOpKIY N TRNase L H), BFIE RN
RETEKEHT,

. BRNAREX. mRNAZL LU 88— 58 cDNAS B YA L I0 RAZ RIFIE — R LUAISTRL, B FRNAFE

RS SR SR L0 = A R

4, REERMESYFIMANGE BIREM ETRICEEY), BRETS RS IR EEYH.

REFEEIMERREZBFE FR) , FREHS & B H 8RN ETRHIT T R 1k,

-

N

w

5.

AWk

1 ERNARENF R E1ET

1) ERNAEBEMEINTEENLAEZBSRECDNAGRNEE TR, JIRERIEMESREESIEN
A 2B T SRNABIREL

SRNABR 21 : BLE 1% IRAEERS, BR2ULRRNAS loading bufferB4 /G, RIERE M
AN T, BIKE PR R RIRAEY, 7£200VIBE TR 1S min/EHER, SNELFTR, FRE

FFHIRNATEIRAEHE AR L RTMER B AR BRI %, 285:18S RNABIEE IR LUT 4 B RNARYSEEE
1, EIZRNARIIEIE28S: 18SEEFRLY N 2: 1, S F AL A YIHY SRNA, HEISRE LN 1.5~ 2.5: 10

2]
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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
20 250
250 100
100

E1 SRNAHR R BIE
(EEZBRNAE R R A1, REMAE SRNAKE B R E1E)
SRNARE MR : MERNAFRERH2 pL, F37°CIFE2hLL L, B5X NG5 RRNATEEX F,
$iBA&ARNaselI5H, BILRIRER, A LU#IT F— L5, NRFE2h/E, BRNAKE™E, N
FEEHIREVERNA,

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

RMZBRNECNERRRAR 07 www.genecreate.cn
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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 LERBENRDIRNase-freeB O EH,

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
FEVERR Bk, B TFH AT & E—5EcDNA. mRNAZRASHE B AR BB 7Kk B9 5% 14 5 R RNAK — B, 40
EIFfR, MRNABRK FETEIRAEAE AR £ 2RI R —RIREE™, TEHHEL~3KbEREMR MR &
BRNEIES, AERIBDESHE/NF1kb, NHEBEFFHITMRNAN D B,

8

3.5 —HECDNAMIE B

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) INALuL SMART Oligonucleotide (10uM) 514, 5843, 42°CHEE H/1\BT ; 50°CIE B /)BT ;
7) 85°CIRBESSH, KILE— AN,

8) AHZEZEIE, AL pL RNase H (units) ;
9) 3T°CRBEARLTF2093%h, -20°CIRTFRF A (B HECDNAR] F-20°CIRTFE3MA) o

4.5 " 5EcDNAMIE 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
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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 5% cDNAZL{Y,

fEAPCR-Pure Kit4ifb A RLEIMHECDNA:

1) 200l ERIEEMAEL.5mLE L E S, INSGHATRIICP buffer, BAEHBE2MMEH;
2) 11,000rpm, Bix1min, F_EiE;

3) IATOOUL DNA PW buffer (BEMATKZEE, Al LLEEZER) , 11,000rpm, B 1min, F L,
4) EEFE3;

5) 11,000rpm, Bi2min, FEKREE;

6) BIRAFHILSMLELE, SN EIMAS0UL TE buffer, B02miniEht.

6.3 CDNABSIF DR B
1) IR T RIKREFIS | EEYIER:
A5 NE
INHECDNA X uL (10 pg)
10X restriction buffer 10 uL
Sfil 5pL
ddH,0 (85-X) uL
Total 100 uL
2) ERBRBERVITRY, HEEBORRNMNRKEEER. BFRAGRREDEMS0 uL/EF

PCR 1Y, 50°CE§I16h;
3) B INPCREFWIRS, REMARPIANI UL 1% —FREREHTIRE;
4) #R2—4H20M.5 mLEPE, HIRIAFHSIEB LB
5) HEE—MNERITIEMEEE O (Purification columns) BFHBHEARKE, BERENLAUSTES

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 AT LU B AR A BB ER R E . IR 29 0 178/40-60F), LEAIATRRZ 29940 Lo SRR LK

BE—ANERLN, WEENERERHESHIRFEERIIU LS

YUIFEE RRIELEE HE, W0 i CAE B NEE) mAETRERARIT00 uL column buffersf

EEAE;

LR RS LTS (£915-205) §) BY, NS S MG PCRA=4)H Z R RIER LR A=Y MR

REGTAED0RE;

A4 INL00 uL column buffer, iR MAERHEE, EEINAE LA RBRIETH. HE

FRRIELE TR, 4T —2b o LY, R BRI E KA ;

10) BB EREENBOERRIERTA, FE—MEUTRHEOTAIMA600 uLiEE R, SLAFF
YEIE, BN EFRORNE—TE, BEL35uL;

11)Chroma Spint & F B EIS IR G IEMRIE, M AWML, Migd FKIESAMRER KFFLEN
2 FHHBRTEMAE Z 5h o BPCRAEYIET ENERMAE, K9 FREBEL B, m/FFL
EHF N BIEMAE o B L, DNAIZ S F RV MR B E $E6~ 9B REEE
#& cDNA B4R 53 . Nanodrop 2000 #2iX LU &£ BRI SECDNARE

6

7

8

9

T4 FECDNALA /N EIEIE S 4L
1) DRVET B EC~IEMHECDNA, E—ENHIIREB T R#TNEER:
ILFECDNA 150 ng

PGADTT-1,2, 3% (A (A5 &) 3

DPR3-NS 1,2, 34 ML 201k (B ) 200ng (L5 pb)

10 X T4 DNA Ligase Buffer luL
T4 DNA Ligase lul
EBFK AEBELOuL

2) 16°Ci37&iEH (16 hiAH) , 65°C FIFESmin, fEEFATE;
3) AENEFRMAL uLAI3MEEER A (pH5.2) 120 UL K ZER, BF-20°CH /A H;
4) 16,0008, B:020min, AIEERENAGTUE, flis £E;

RMZBRNECNERRRAR 11 www.genecreate.cn
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5) BEHRMANL mLEKZEE%—R, 16,000g, B20min, Elig EiE;
6) FFEZE RTS8 min, M8 uLBYddH,0BfE T

8.4u{LEIRECDNAA S NER L
1) 8% ATEA TN RENLS mLEPE, H 3 BUMEFIRIE, ME K EFULSmin. BB EE5 T2 mmeE
AR, B K LTS

2) RBTRAUTAOREE RN

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

WOoW oW W oW
w S w N -
m M M o

B%RBUITRAE, BERREGOREBZ BN REVAETNS B2 mmBYBRF R, FEFEFESE,
3) BHELBE2.0KY, 5 ms, BEEREIMAL mL SOCIEFE, BB BERM~MEREMNLS mL
EPER, 37°C, 250rpmiZF+1h;

ER100 pLIBFFF #4710 cmE R SR FHIERILB TR, 37 CHEFF AT RIEFT;

EXRATT/3 ADBAS I K E R E R HEEPCREE . BINE M D RA D IEI4NEE
EHIS;

R AT RIAA S F B . — AR SR A ER K EETE750 bp~2000 bp 2 idl. i H B ERMLE SR
FEYPRE, BERMANS ULBIHER (Glycogen) . 0.5%4FRRI7.5 MEEERTE LUK 2 SIS (AT TE K Z
E2, F-80 °CHUE 2h (BIENF=#7100uL, MAINS0ULEYT SMEEER 5% U K387 .5uLMITEK ZE) ;

4°C, 16000gE 0330 min, 7 L75;
A1 mLEKZEEEHLIR, 4 °C, 160008520 min, 7 L&, FF & =B TFI1E8 min;
BEEFMA30 puLFddH,0, Nanodrop 2000 ¥ NN 5 cDNA SR E,

4

5

6)

T

8
9

DH10BE¥ ;A AATHIE

1) EE—NEHIERLBTR, M - 80°CAERE HRFNDHI0BREZ SE M, AXEEMIFERE
BRI, 3T°CIEFFLIL5h. H IR B R BY TREEFE. 10%H A OFRE PR, FHESBAK

RMZBRNECNERRRAR 12 www.genecreate.cn
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URBEOEMEOE, SEXE.

ARIREFRIDHIOBEMKEMES TH, BIN—KREMMRES0E, SRUNEFERALE, BEKE

AREERBAKEE, 0% HREAEPRES, BOBEMBOIBEERBAIEE.

BABFEZERFEEL0 mLYTRIFEFRENL00 mUEFRBSD, F5EFR TR, B4 mLER

HEHA00mLE2 X YTHRIEIE 7 B2 LEF P, 77 1EHZE0D600EH0.4~0.5, A IEFH

SBEN3TC, iR N220rpm, KLHEF2~3h;

BHEBIMEREBETLM500 mLE OISR, 7k EE#E30 min/Gi#174°C, 7000 rpmE ity

2min, F L&, BIREE;

4) EEMFLBEENBEORFIMAGS mLFUAKEAE PR, EEEE, BEE4NS0MLELE

1, 4°C, 4000 rpmE L5 min, £ _£5&, EWEE;

BEESBI—NR:

ASNFLBERENBOBEHRIMAL mLIUARI10%H ', EEE K, 4°C,4000 rpmE.05 min,

FLE, EIWERK;

FEIFLBEENBEOEFRIMAL mLIULH109%H H, BRAEE, BHHBIFEN4ML mLEL

&,4°C, 7000 rpmE 01 min, FEE, @REIE;

FETELEGENBELEPIMA200 pLiiSrI10%E H, BLEE K, S5 B RZ A, B

50 UL Fio S S A0, ERBRAAES - 80°CRTE;

0.2 cmBHEAMREMEEFRAZHEEF F2NRKELSDHTHTF KD, EBSDH, FD

B2 1R R F /8 BMEN K, ERKE, BEHERTNEKE0.S cmil A @Ex L, k&S ¥

FHER;

10)BX50 uLEASZ SR TL.5 mLEOE S, IMABMDNA GIEZ M MEERALUL 10 pg/uLyxtiR
FhipUCLY) HAFRITEPEREZ RS, B RF=E S8, L AENKF;

11)f8200 pLigskiEBEAS-DNARSYIRIRB I BENR P (BR=ES0), RRRMERE RS
KIFRE, 35 B, FEAKR;

12) B3 248:2.0 KV, 5 ms, BHEGEREMANL mL SOCHEFE, BBBEERNZYWEREMNLS
mLEpEHR,37°C,250rpmiZ#+1 he

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

ENFATRL00E BB R100 uLiR#AE 10 cmBILBEAR(EFH1E), 37 “CIBFER, SitBEEL, iHEEK

HE,

2

3

5
6

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

BREARKR:.  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:
FNHECDNA 180 ng

PGADTT7-1,2, 3% M W H & (IZ1AR) 3

PPR3-NS 1,2, 34 (L 511k (B E) 300ng (2pL)
10 X T4 DNA Ligase Buffer 2ul
T4 DNA Ligase 2L
EBFK ANEZE20 pL
2) 16°Cid®RIER (16 hiEh) , 65°CFIEES min, EEERIE;
3) EIBEETMER—E, BERIMNG6 uLBI3MEEEA A (pH5.2) F1120 ULV EKZ B, RO

ZI5mMLBEBLER, BT - 20°0CH/N\HES;
4) 16,0008, B:020min, AJ7E BERE WHGTUE, B8 LE;
BEFIMANL MLEKZEZ%—K, 16,000, EL20min, Elis 55
6) FFEZERTHE 8 min, MA20 pLBddH, OB ITE.

5
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10. WHECDNAK EEEF= YK

1) EBREPEKERNLS mLEPE, ME K EFAS5 min, EETERE2 mmEERIF, ME K T2 ;

2) FEIXTRZAIEPE A INIANL00 puLARRHIDH10BEB LR ZS, 2 uLIEHEF=4, 3200 pLiE ke ES;

3) FA200 L RESREREFIFBTITUL R BRI F, BEH R, BHEHSE:2.0 KV ,5 ms, BEEER
EIAL mL SOCIEFE, H#EES0 mLEOES, 37°C, 250 rpm #EF1.5 h;

4) SBIERFEFR1000E. 1000015HIE K100 pLRA10 cmBILBFAR (¥ M), 37 *CiEFid®R, 4itE
EHTEREE;

SEREE = cfu/mL R (mL) X HREF

SN

« SiR5EREE = 100

< FIRIAFR =0.1mL

RERT=10"

NSRS :

100
0.1mLx10*
5) RIBGIHER T BERBINEEDLX 10U FRENZUIIA NN, RBASEMEREL

N SRG4R, 4AN=10, M FEH 10100 uL DH10BEFHLERZ .

6) MEEWNNEME RS FIEFHEEE10001E. 10000fZHIER 100 UL3RF100 mm LBEAR (& FHM),
ITCEAER, E_RIRBFREERIT B EES,
XEFER=-XEHEX KERERIMLE

7) BRTARBBEERIZ600 pL/MRA#H150 mm LBEAR(EFHMY), 37°CHEFITR B ZRIRERL
F, ARG ERE R, MAFFFREKEIS50%H 3, (REFTF - 80°CikFa,

=1X10"cfu/mL

11 XEEANRREE

HEHXEERRE, R REBTEEPCR, QN EERENA BRI RBTRENEE
PCRR RI{A %o

A5 &R
template PEE
2X PCR Master Mix 20 pL

RMZBRNECNERRRAR 15 www.genecreate.cn
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@5 R
Deionized H,0 17t
T7 (10uM) #ZiEF 1.5uL

pPR3-F Primer(10uM)fE{k &

3’ AD (10uM) #Zfk %

1.5uL
PPR3-R Primer(10puM)f& & &
RAER 40 pL

EABREBZRWITRS, BNBORRMREOEER.
¥ EAPCREBEFPCRINA, MR T RATIRERNIZR, #TXEREEPCRERE.

pZ BE B i)
1 95°C 5min
2 95°C 30s
3 54°C 30s
4 72°C 1min
2~4 fEIFREL30
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.

RMZBRNECNERRRAR 16 www.genecreate.cn
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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 FR2: INECDNAS FLLE R B R 3: I HECDNAL (L L5 R
bp bp
5000 ?p 1908
gggg 5000
5000
3000 2888 4000
2000 3000 3000
1500 2000 2000
1500 1500
1000
750 lggg 1000
500 800
500
250
100 300 500
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Wi R4 X EERERNER

(2323 iR FR

MRS BIEPCRETELER

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

1ZAEFR  + LAPGADTT-TA1EIR
— LUK RER

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

2000
1000
750
500
250
100

: ApPR3-NA 18R
— LUK R

RMZBRNECNERRRAR 19 www.genecreate.cn
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