BHERRE
—. EATEEMEN
£ B R — MR B — ML,

ERRTRIRE

BidiRit5 1, FFIA PCR ISR EHE, AIREIEENR, R TRAIBZEHA IR PCR
¥, 1€ PCR 7Y LBRIEXNREBER T, AEFEENL, HEliteiE, BmlFHE
AT T,
=. Sim&tEN

5 IR RRUABFES.

5385 MR AR -

(1) BHESHWIKES 25~45 bp, BAENE ¥IKESS 30~35 bp, —REBRIAZESR
TRIEEAFC, 1 EFLR—EREFS, FREZEDH 11-12 bp, ERASMAET
RATBERIERRESLINAN, EASMELE 11-12 4 bp ARESHERIE L, XS
PCR ERMOERESS 5 £, FRLAMIARIFRIRED 124 bp, AEERES—FRAER
M5 14,

(2) MFRRERIS WHKER 30 bp, FTRFEIHTES WK Tm (H, BRESIAE 78°C

(GC ZEMNAT 40%) .

(3) 208 Tm {BET 78°C, NMHE=K385 IMIRIRKELER Tm {EiAZ] 78°C (GC &
BNATF 40%) .

(4) ®RiT £l IR iR RTES IR R E.

(5) ERIFEREIALAIS 4.

Tm ETEAR: Tm=0.41%x(% of GC)-675/L+81.5


http://www.bioon.com/Search.asp?Field=Title&ClassID=&keyword=克隆

¥ L 5|¥EES; % of GC: 514 GC B E&.
M. SI¥ngitEsl
L GCG—ACG Jfjil:
5 -CCTCCTTCAGTATGTAGGCGACTTACTTATTGCGG-3'
(1) E5ER 30 bp KM LTS, FH48 A (MIRITES PR AE,
Primer #1: 5 -CCTTCAGTATGTAGACGACTTACTTATTGC-3’
Primer #2: 5 -GCAATAAGTAAGTCGTCTACATACTGAAGG-3'
(2)51 GCEEH40%, L7930, XA NMEUETA TmBEIHTELRR, BRIE Tm=75.5
(Tm=0.41x40-675/30+81.5), BIIHEEILABHE Tm {£F 78°C, XEHHISIVMIRAS
&R, FTLAMRIEEES WHEE.
(3) EFEES IMKE.
Primer #1: 5 -CCTCCTTCAGTATGTAGACGACTTACTTATTGC GG-3'
Primer #2: 5 - CCGCAATAAGTAAGTCGTCTACATACTGAAGGAGG-3'

5 9PN Smer (RUATRXIZAL), XESIIR GC ZEN 45.7%, LIER3S5, B
XEANUEHEA Tm BEiHEAR, 18F/E Tm /9 80.952 (Tm=0.41x47.5-675/35+81.5),
XIS DR AT A P 2R35 LI T
A, EFTARSEER Buffer

5 |¥FIRRER RIS, SAMEM PCR %, FIX+F PCR 89ESFN buffer, FREBERF
AIEY, A PCRICEEANRADY R, TEKEIAEILAN K, FTLAZAEAL GC buffer &

TIBKAERRY buffer, 35, ZRREMRERGTAY PFU BEkIT 18, BALES [HRTHISRE.



BT HEAERESRTAFIE, W0 Stratagene MIEFRAGLFE, BNKRSSE. TLL
FRASRENREES, MEASEFRNESHEIE taq B8, Takara A9 PrimeSTAR™ HS DNA
polymerase,

7. WfaXiE PCR =4

RERAT5ARMZR Dpnl B8, Dpnl 8Ef5RBIREMLAImFHEEEST), FIRRIMEIR
—RRERRNGEEIRNE TR, MARZTEEIRHRAIBHR —AREB PRI RIFER (FRAFRA
RIRFEERFEEIRIER) , T PCR FYIERRIRBREMRY, FrLA Dpnl BggEssts Rttt
ENRHR (BTRI) MIASFE PCR ™), NMARIEIRET PCR 4D, FrLURRTARIABLE
H—EABER R ELIRIETE.

Dpnl AMERRSAIGRIFK—R, &D—NNEE, RIFEEM=1/\T, E/aNISRER
EEATIE, BHREIA—RR, EREFEFREOKEEX, HeSEERAY.

. WMAERIER

EiCEd Dpnl 4289 PCR IS AMEEHHITT, RaBEimttint=iE, e

WKL, EENF, WIERTER,

I\, BEx


http://www.takara.com.cn/product/2007/e/E-12FH11001.html
http://www.takara.com.cn/product/2007/e/E-12FH11001.html
http://www.bioon.com/Search.asp?Field=Title&ClassID=&keyword=克隆
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PCR amplified

\ Step 1. Inducing mutation
* PCR raaction
= Using Muta-direct™

Stap?. Salection
A——————— - sLlzing Mutezym

. —

Digested by
utazyme ;

Step 3. Transformation
Using compatent call
[Mick recovering)

h. EREEIRESE

[A] ESREEE (PCRRRL) LIFFRERIBALER, ABiRitaI5 K Muta-direct™
Ei{T PCR 1B/ N, FSERTERERE.

1. Rt RsREE5 1.

[EIZE3MnRitES

2. EEIEIRIEAL DN A

[EIR damBiEHR (HIa0 DHSa EIHR) EABEE. £ endBUEKRTERELEAIN
5, (BENISRTHERISE RN, IRBUEA DNA R BN EFERA A BN EAIRERFIE,

3. IETRIXIRRRMARE (50pl RRAIAZR)

10xReaction Buffer Sul

pUC18 control plasmid (10ng/pl, total
2ul
20ng)



Control primer mix (20pmol/pul)

dNTP mixture (each 2.5mM)

dH20

Muta-direct™ Enzyme

4. HRRRAR (50u REFR)

10xReaction Buffer

Sample plasmid (10ng/pl, total

20ng)

Sample primer (F) (10pmol/ul)

Sample primer (R) (10pmol/pl)

dNTP mixture (each 2.5mM)

dH,O

Muta-direct™ Enzyme

5. PCR &A%

[EHRANT 2L E PCR I 18544

Cycles Temperature

1cycle 95°C

2ul

2ul

38ul

Tul

Sul

2ul

Tul

Tul

2l

38yl

1ul

Reaction Time

30sec



15cycle 95°C 30sec

55°C Tmin

72°C Tmin per plasmid Kb

6. PCR I IBRMNZER/EIKE 5 08, RRETER (BRREFH) .
[E] L THURMAT PCR FAHITH 18, =6 PCRBIAEL, iTESRERAAEN 4 MY

SRERZBHEHEATIR.

Mutation Cycles
1~2Nucleotide 15cycles
3Nucleotides 18cycles

[B] 3eFE[EH%F

PCR RM4ERIE{ER Mutazyme™ BgiE (L R EML AL TR BT DNA,

1. % PCR B4

2. IO Tul (10U/pl) Mutazyme™Eg 37°CGEE 1 /T,

(12454 DNA FBEid 20 Mutazyme™Egnlge A E SHERRNATTEIIS. EILFA]
N T RIESRE RIS EIERRSL I P B TR, ANREER(E, AJLANE IR NATE
BN Mutazyme™ESFE.

[Cl3EMk

[ NSEEEfETERTAL DNA ELF=4EiR0, HIBIXAAL DNA SN £ colipRHiEIRE dam*
BIETR, a0 DH5a.

1. 48 10pl HEERINZEI S0ul RSZSHIBE, ARMEREIKLE 30 5.

2. FERALS RV RIHTT,



RIS R
BHES LB ik LHEBEENRAAETRE.

ATIEEX—ER, HIEIEeREZHITNFESHT.



