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

WEIAZRE, EHEIEFDM competent cells & F-90~-65'CE&H TR, RAFI&HM
HHE T-30~-15CEETRTE. T EMAN-90~65'CEETRFENH, KFISEMAS
fE-30~-15CEH T REBA151MH.

AEREERHER. BRTES. [RHRET. EaEtaaFRiE.



FEaiEsT

HTINERRERARZLAEY,. EFSTHEMRPH—MEZIRFR, SATHE.
RUBHER; RREHFHATLLR; URMREBREUNNEZEHERXR. Fil
FEXABMRARAR, JEBFREEF EERNBERRTRSRE, SoRERBBARLER
KT, FEARLIRTEMTLERAILIO%ULE. Fih, SLENREAFIEFTELZLPCRE
TREFRANFNDNSERE, FXFIHRMEEREE, NRREEHRIIREERODE
RFEE4S (WEFRT) .

B RREE. S : PCRIIERERAL. & B3 MR R S HULRINE.

=
el 2-pog iEt AR AL FIMA  FastAlieration DNA FIADpn HHBE R HAREEE, RER
EHIE $iDNAYER 315 e R Polymerase HHTH M8, 3t & iE R, BTRRY  AN80280EsE,
PCREA. TR K. ASEHERONRE R  WEB0RTE. MR fE S5 T E .

—e—> : HRENMSAIZY.

e RENQRAENE.

E1 TIANGEN 1REE R R ER 7 2 RfEHR2
I EiR EAFastAlteration DNA Polymerase2— i RiESREDNAR &S, %MRE
MEEMR, REES, ¥EBEEAIA15~30 sec/kb, F R H#KEIE10 kba FEIDNA.
RIS SR FOMEZSME R AR R E U RAIRTEE, BTLA AR Dpn IFEERIEH
BRI T — SRR, ERFURIEATFSEAESHMAEME. EM, ARFIETA
BRRHTHBREAMSY), FEEFERZRE.

AR

RAERE: AFERAEEMAARRT EER, AF4SHTLRAHERTERIIRER
HEETE, MAREZHRPCREERESHEMNENINEE.

BHEIY: KFZRABSERSNITRN, FTLUIBEEE S HRERR.

BIAr-Z: AAFEFMETHITERRE, EAMHTEARE, BRESH A
BRI : ARAFIEATIHCIA10 kbBI FRIHITERRE, BEABEREERRAL

REER: FAAFSREFINERREEEEREURAERNINE, TUREESHRE
R, HTERREMS, KLFIZAIRERALAN%LLE.
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1. AERSINLBECSRTNR, BRREMQUMIEEERES RARR B4 .

2. EHPHPRE—ARTAA, WELHAE-AREHEN. t¥ES|aEs EBRXMI
HEEXESRS. SIYIRKEARLR30 nt, s FEHBXAH15-20 nt, 3 EHREL A
10 nt. TTLSEERZETSIMOEBXUE, REFEESIMHS Kis.

3. ESYMIEEH2-5MEE L, NEFXAE2-BWIEIHHEN. HESIMHBEFIITEE
#, SAREEXFMERERXFIBS . 5B KEXAH40nt, HPHREXHA15-20nt, I
RERXZELA10 nt. RBEEFERATEREXAEIHT2-5MREM S

4. ARESRETE, RmES|YIFRITFPLCEPAGES L.

5. LS |YTmERITERTIIARHET:

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

A REMLA
58 & X | 3
IEEmRES|4: 5' —GCTGGAGATGCTAGTGTACGTCCTGTCG-3"
RIEZRES|4: 3 —GGGCACAAAGTCGACCTCTACGATCAG-5
FEHEK
REfIA
B

| L1 |\
GTTTCACCAGGATATGCTTAATTATGTCTTIGTCCCCTTTC

CAAAGTGGTCGCTATACGAATTAATACAGAACAGGGGAMG
FREK REX FRTK
E2 TIANGEN HRIEE R =TI F &5 4 i R

AEED ESSEERSRTEZ R EEER,

1. FEFITRSIYSERTER, ATEMNTREMSNH, AURTEERESSRTEFNSHHR
PEAR, RIBIAALIGHGE, HRTLSNHIARSNE, TR SEEEI5S0%.
N P E IR R T A .

2. RRFISZHZIMBARRE, IFFTUEERRNE ZRCERFHITRE LN, =T
LS E EPR{GIARS .

3. BNEHITHMET LN AES RS AT RRKAS4, LET T8 almitT
.
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BMESE
—. 3 PCR RE{§%:

AR UTEARMESE, REREFEFERIER. SIMFNESHFRMNER, BREEMEE

A, BERERMFM.

1. J§-30~-15C T RTFHIPCR RIHEXIA T, RIS YRR FERIBEH RS .

2. BRTRPIEIHMAERTRERHEH

REEZ:
SHRLRE 53 CIRTIRY ¥3 BiRE
DNA Template 10~100 ng -
EEE=ES4 (10 pM) 2l 400 nM
REZEES|H (10 uM) 2l 400 nM
5 X FastAlteration Buffer 10 pl 1X
FastAlteration DNA Polymerase (1.0 U/ul) 1ul 0.02 U/pl
RNase-Free ddH,0 Z50 —

3. BRTREALHFXRAPCRER.
REFR:

50 pl (&3

4.5 kb Control plasmid (5 ng/ul) 2ul 0.2 ng/ul
Control primers (5 pM, each) 4l 400 nM
5 X FastAlteration Buffer 10 pl 1X
FastAlteration DNA Polymerase (1.0 U/ul) 1ul 0.02 U/pl
RNase-Free ddH,0 Z50 pl —

4, JZSCIG4A K T ERLEIR BRI TPCRR MIZFi#H{TPCRR L .

PCR® R #2FF:

#: TROPCREFRBMRALEAMRE, TP AIIRESSTEHTHEFE.




B ER B AE Bial AE

M 1% 95°C 2 min TR
94°C 20 sec R

PCRE I 18X 55°C 10 sec Bk
68°C 2.5 min HEA

HFEHE R 1% 68°C 5 min AP FEIE

=, BHRIREEE
1. R T RIS

PCR™4) 50 l

Dpn | restriction enzyme (20 U/ul) 1.0 pl 0.4 U/pl
Total Volume 51 pl -

2. THRAR, BLABYIERTI7TCEHTIHEL h.

=. REXE

o WEARIENBRRIE, TATXRREREE.

1. M-90~-65°CikFA - ELH 1 T FDMER F A5 4B B F ok Li%.

2. BRESMWIBAERE, A5 pl Dpn | EAFY) (ERZSHMERINIBRE A |, 4
LK% 30 min,

3. 42°CHEREHGH90 sec, MEIE Tk E2 min,

4. fIA350 pIEEMSOCHKLBEEFRE (FEESR) , RIBRE FITCEKIESHEF
45~60 min (150%6/574) , FEREAEET.

5. MEGRRE, BBELENERRES, HEMAREKSHEIEHERNERWLBE Ik
FE L, BFRETEREZAAHRY, BEFIR, 37CiEF12~16 h.

6. #EIEKEE, #HITRERMEIML.




M, RENRASITRESR
AFSREATBRAMM B MEER T MRS RTE, EEFRMENTR
£, #7520 pl 0.2 MEJIPTGFA40 pl 40 mg/miggX-gal, EFIERAT, SEBAE LAFR M
EEEKHEIZES0 AL, BRAMRTEKEER, Eh B LNacZEHRE N
B, MARMHNRELFEREERFER. F TR EE R SN 208 R RT
£, AFEHHEARNT:
| ZESHEEH(C)
T AR EFAETER(C)
HE WFREXEMS, SEEINFRSLERESTMIN, RERTS UMY
WEREENE,

X 100%

S
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1. BUCHERIEZHD
e R I E
ERERE MEELFRBE H
PCRR R & %R B EAR BRI TIR R PR R AR R Tk B E B 53 4,
FRHETE LARRE BRI RE AR R B & RAIEER.

2. MRARTRRHEFEHD

e AN
o WEPCREFEENBAER, H#MMER0EFE
o SiE
POREEFTES (TR ARSI LA PCRIZF OB,
iR R THPCRR KA M E 251 .

; w WrE5T & AR B85 — B B)4g BE 2 A 4R AR S A\ -90~-65C ik

RESERRERE  pme B RSSESHT ARG RN RSO,

HMARRFEMS, NESTFRMERFRLE, &%FH20

X-galFIPTGHIAETE 0.2 MEJIPTG#040 pl 40 mg/mifyX-gal, =&k

RIEPAMRTROEET AR,

Buffersh EBAINTPEE ZEMIIK Y, KEF

FRLMmEX Y RAIPERE, B, EXRRETPNRE

B8 %15 X PCR [z R Bufferfit i £ %t

5X PCR & Rz Buffer
R E %R




3. KIERTREHEEEHLD

IRE R INE
PCRERTER HEPCRIEFEHRMAER, HAMERNIEFERH
TR BREA ST I8 IR R HEFRPCRAZ RSN o
REFERREREE

R#RERRIITERRFRESES.

MADpn IEREIFRS

EGYIMER, IMADpn IF—EERBRBFRERITZREL
{RIEDpn | SPCRIFFERE &5,

AR RR
RART

FRAMRHIT R SR AT E, SHREMER
g, TEERMARREK, ATLLEEEMDpn IKAEE2 i
sIEKESIATE] Z1.5 h,

5 X PCR R7Buffer
RE R

tkBufferf & BANTPE A SRRV S, REFRLSM
HIXLERAPERE, Eit, EXRfRREPRERER I
5 X PCR M Bufferfy iz £ &gl
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PRAX BAE 1E,

ZHFLTIANGENL T &R !

TIANGEN 7 /&1 (RE PR AR RV E Y F = MmN AR S5

PCR, RT-PCRZ%7

#EEDNA. RNAS B4tk R
DNA% F &t

RIEHF, BRESMEMR
L MF R

AN TEITE

EARRE. BNREEREX”R




