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Fast Site-Directed Mutagenesis Kit
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KM101
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i (20 rxn)
FastAlteration DNA Polymerase (1 U/ul) 20 pl
5x FastAlteration Buffer 200 pl
Dpn | restriction enzyme (20 U/ul) 20 pl
4.5 kb Control plasmid (5 ng/pl) 40 pl
Control primers (5 pM, each) 80 pl
FDM competent cells 20x50 pl
R

WEIAR~RE, EZE1I¥FDM competent cells & F-90~-65"C & R IR7F, ﬂ?fllm,\ﬂi’.
PEAET-30~-15CE N TRE. BZHHEM-90~-65CEHTREA6TH, AFEHM
S#E-30~-15CEH T REHR15MA.
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FHINERRERAZLAEY,. EFZTEAMRPHO—MEEZLRFR, SHTHE.
MUENER; FEBINFHIETHALR; UEHRESREUMINEZENERXR. £l
FEXABAIMARAR, TEBFREGF EEENRERRTRASRE, ZARERIBARER
RRT, HERRRENRERAIXO%BA L. B, SLUENREAFZFESHLPCRE
TREFFRMNFENDNSRIRE, FRAFISHREEREE, NRRTERDIRETEFRIHEE
ARE4S (WEFRT) .

S R . #H2: PCRIEREFRL. & 3. THICHRR AL HE4: BB EHE.

S EERRETNE i§ AN AR FIA  FastAlteration DNA F ADpn 1 H PR BAREHEE, RER
EEIE FIDNA R 51405 BRRS Polymerase HE{TH 1%, 3 & gk, ETRA 2 ANRO282EE,
PCRHH . TR, ABEEBHRONRTHA.  MISH0REE R, M R BE B T S 5

—e—> 1 HREAARSIH.

o FET(UAREMNE.

E1 TIANGEN {RIEE SR TIXFl S R(FRIE
IR 7 &R HtAYFastAlteration DNA Polymerase2—iRESREDNAR &, ZEERE
MERR, REES, YIE8EEAIA15~30 sec/kb, FE A #KEIA10 kbAIFRIDNA.,
RAEMHRFDMEZA MR G HHMEMR P EX RN, TR REDpn IEEER
JRARA T — SRR, FEFMRERTSESESRMEEER. [, RAFIETA
EPREETHRERMGY, AEEFREREWEE.

RAEFR

EERE: RAHERMIESHRA R HEA, AR4SNT LN RT AR RER
BT, MABESRPCRRIEESRAFENNSR.

BREIM: RAERABSEBLOSTERED], T EEEIE S HRERAL
BIRriz: AdFaTMEmHTERRE, ETUHTERRE, BRERHAIAS.
ERAEE: ARFEANKIE0 M FRHITERRE, EFFEREEARK

REER: AT EREFEIMNEANEHERELRARRAINEE, FTMRIEESHRE
R, NTFESREMS, FAFENREEIXI0%LE.
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1. ARSI LHMEAESRTTAMSE, BRETMESMIBESES RANEE B4 E .

2. E5|¥hRE—REMS, WERAE-ARETEN. th25|4¥a1EF5 EBXMI’
HEEXBRRS. SHRKEARY K30 nt, HAPS FEBXH15-20 nt, 3’ EERXELE
10 nte. FEMSEERRESIVNEBX LG, REXEESIPINS FKif.

3. HoMEEHF2-5MKENS, NEREBE2-BAIRITEN. kESIYNAELFIIEEE
i, PARTRAERTXAEIS. SIHEKEXRAR400t, HPETEXA15-20nt, JE
FEXEDH10 nt. R|ELEFERAERTXAIGIT2-5MNRT A,

4. ARIESHREE, RmESIMFEBELFPLCHPAGESR 4.

5. L S|MTMENITERTIARNE#T:

Tm = 81.5 + 0.41(GC%) - 675/ N- mismatch% (N: 3|44E)

A RIS
FEEX i IEME
EEEZETES|H. 5' —GCTGGAGATGCTAGTGTACGTCCTGTCG-3
REIZEES|H. 3° —GGGCACAAAGTCGACCTCTACGATCAG-5"
X
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! N I —
GTTTCACCAGGATATGCTTAATTATGTCTTGTCCCCTTTC

CAAAGTGGTCGCTATACGAATTAATACAGAACAGGGGAAAG-5
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1. EHTRSIYMSAARER, HTENTRECSNME, AARTERE SRTMLBHR
PBE(R, RIBRANAOZINHIE, HRTMNSMBIXBSME, REAURLEEEI50%.
e R P EEMIIER) T .
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—. 37 PCR RFi{f%:

AR UTEARESE, TRREFGFERR. SIMFNEMTFRANE R, RIREXRE

a, RERERBFF.

1. 1-30~-15CTRHFMPCRE EXIAT, RESIMIRIRFBEFHES.

2, RBTRPZESOMANERIT R RREBECH

R BHRZ:
‘ARERE S 50 pl % BRE
DNA Template 10~100 ng -
E@ZEES|4 (10 pM) 2l 400 nM
R EZRES4 (10 pM) 2l 400 nM
5 X FastAlteration Buffer 10 pl 1X
FastAlteration DNA Polymerase (1.0 U/ul) 1 ul 0.02 U/l
RNase-Free ddH,0 Z50 —
3. mETRERLEINREPCRIEE.
R
£HRERE S 50 pl % KRE
4.5 kb Control plasmid (5 ng/ul) 2l 0.2 ng/ul
Control primers (5 pM, each) 4 pl 400 nM
5 X FastAlteration Buffer 10 ul 1X
FastAlteration DNA Polymerase (1.0 U/ul) 1l 0.02 U/l
RNase-Free ddH,0 Z50 pl —

PCRE NEFF:

1 SRLR4A B 3T BR B 2 R AN T PCR X R A2 FF A TPCRI L o

#: FTRPPCRIEFEEMBALEFRMHIRE, TP RESSTHEHITIEMIFE,




BivER EiF RE il AE
AT 1% 95°C 2 min M
94°C 20 sec R
PCR Kz 18X 55°C 10 sec BA
68°C 2.5 min JEf
AN FERE A 1% 68°C 5 min AP FERE AR
—. BHIEIREYH
1. BEBTRNARHEYIEER:
15707554 51 pl (5% LRE
PCR™%) 50 pl
Dpn | restriction enzyme (20 U/pl) 1.0 pl 0.4 U/pl
Total Volume 51 pl

2. EHREAE, BEABYIHERTI7TCEETEL h,

=. BUEXE

. WEARERERRIE, FTATEINARIIEAE,

1. M-90~-65CrkFE L1 FDMERZ A5 40P B F ok LB

2. BESHBEFRE, A5l Dpn | SHEFY) (ERZSAMANARRRIINFTY), H4
K330 min.

3. 42°CHERRE90 sec, MZBEIE Tk E2 min.

4. fIA350 pIEEAISOCHLBERE (FEMEER) , BIBETFTITCEKRIRSGER
45~60 min (150%/5344) , FEKEH.

5 WESRE, BRELUEARRRS, FRAERKATE SHEME RN LBEIFIRES
FELE, BPRETEREZREBHERW, #ETHR, 37CHEFH12~16h.

6. HEIEKLE, HITREREMIE,




M. RIERABSAITTRESER

KA SRS BRI B MEZATEERFESNRTE. EEFTRMEHTER
L, #7520 yl 0.2 MEUIPTGHN40 pl 40 mg/migiX-gal, FHEERT, HMEBLAE FEFR M
EEERBMIZESO ML L, BIAMRTE#EER, BAMBERR EM/acZEBRE TN
B, MATNERTSFEERNSREFER. FiriR BRI & A IRE R AR
E, BRTEARWT:

EEAMNETEH(cfu)
A= X 100%
AR LR B A EE #(cfu)
HE WTFREXLEMS, FSEESNFRSRLXRIIRERTRIN, REEMSLIIMY
WEFREENT,

T D[Rl B BRI &
1. EUHERREERD
BE BARDE
RELAF I M RE % —
s IEEHL I FRBIBE10
PCRE AL iR R B RDE TR R R AR E BT,
FRETE SRR R B EHARNAER.

2. NREARTFRRIERZTHD

R BRRINE

WEPCREEFEEMBAER, FRAMERNEFHH
1T R3S BRLA LIS LA R HEBR PCRIEFF RO S -

¥ E FIPCRE RIHYEEF 8N 2251 .

R I oA o L o a6 e 7 HAE - 90~65 Ok
BESL <y .
ESMRRETE  eer R uRRESREAENEETREREO.

FARFEMS, HESFTMMENTHRLE, %20 i
X-galfIPTGHAETE 0.2 MEJIPTGH140 pl 40 mg/miggX-gal, #HE
RIEPAM RTHRIEET A ER.
tBufferh EHINTPEEZ MK S, KEFR
ARSINEX LA RAORERR, Eit, ESRRMEPRRE
B 76 X PCR Rz Bufferf i 4R .

PCREEFTIER

5X PCR [z Buffer
R EHR




3. LWARTERRREFZHD

RE WRINE
PCREFFES WEPCREFEESRAER, FAMERNERBE
(T — R LRSI MU HE R PCRIZFFBY A
ERARRATHA ABREERRIT RN RRA R,

MADpn IFFREAFES

EBLIREL, MADpn IE—EERABRB[REEWITS L
{RiEDpn I5PCRIFRE &194,

FRRE R S MARNEWRTHE. EHREAE

Eﬁgﬁi;ﬁ#ﬁ f&, RERMARE, ATLAERIEMDpn IWAEZE2 pl
SRR EGTIRTEE1.5 h.

5 X PCRE KiBuffer EtB‘uﬁerﬁhﬁfﬁdNTP%g%F%ﬁﬂﬁﬁﬁﬁﬁ, REFRZM

o XL RAMERE, B, ESFRRMEPNRE R RN

5 X PCR & M Bufferf & & %ak .
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