ERYEE PCR &7~ ¥RY5eE

[SE3GIRER]

1.PCR ={[EHY

EeE i ERIER F, DNA RENERERIRM TR OERAEERIRE L, BEY—FY
RERER. BONLBREZEARMEER, B3I, HER. EEEEFRER, SEHEE,
= pH ERYEIRE PGS DNA NEEELFRER EikR.

2.T #iF5 PCR Fiabikis

7 DNA 5#iAoFrUERERE DNA B4, IXEHFEHESH DNA IWHEHRRSERF, 24
9 DNA 727 DNA iEEEHIERT, B Mg2+, ATP IFERNERE DR ST, 189 BIEHE]
RIEASD FSINR DNA 3FitiTi%RE, DNA IEEESBIM: T4 IREMR DNA EEESF 7R
DNA i&E#=fs. #Pifh DNA EEREEEEM AR R RE DNA o FEE—RITIEE, mE
TA EEIA DNA TSR B —F A7 TE DNA IEEEE S BT, BeeHEmM N ERinaINtE DNA
DFEEER, EXFEENRERIEERIRRIEESE, —RABEIRES T4 KRR DNA &5
EEIREEIEN DNA IRESRIR S AR IRHNEENER, T4 EUR DNA EEfsEW DNA EERN D
733 . B, TADNA EEBESHET ATP ERES-ATP S8, K5, I§-ATP E8YBLES
FIBB 5 BEREF 3 FEYIOA DNA L, {F DNA RE,; &EFE— 1 FHUBER B, 1B
IOk, EERNBREER N AEXNIRETEE. EJ9 DNA REER NmRR, FrATIEIR
HIIFMETEE, —FE2REET), B—FENEEY), XWMEsTF AEER TEEFPHLERZ.
X FEREEIRIR, BARSHANRREMER, EEI LR HIRRZEHFT, XERSE T AEN
B, AT HOCBTREAR, SIXIHRHT 5 FREENE, [RIEEIEEEEREE%ERE DNA
FUrRY 3" OHRimS5 5 i, FRLABRBEEEIRA=BIR. —BBINRRETREANE, BINRREHE

5 IRElEESEAR TER., BEXMITEI AKX HEFRRIE BEENEMRIE AR, TN



Bt FeEFSHHAR— R EEEARERKRR, XFguEn 7 HASHIEANER, gET
TUEZTHIAAIEN. NEIHS — MF ARSI AR D FEmERE A L.

ERRNAGREE 37°CRAEFTEEBRESE. EREXNEE MERKRHNERESER
ERY, FECREUFHRGRE, B 12-16°C, &z 12-16h (3%) , XFHEAIRARERIFERE
BRI, NIRMREEECIEMAREE. Tag DNA By 1449 PCR 74, H DNA SUkRIE i
#HE— RN ARE, FTLAS T -Vector KRimizEid T MEEMEAIMAEA T AL,
[SCEE#A#L. RtFUANIES]

PCRIIBERINF. PCRIY. Bikie. (MEB O, HIEHEEREIKRE. BIRMGRS.

PCR =4 EMTRFI&. pUCTM-T i,

[SEISER]
1. PCRI'1&
PCR RIS ER:
10xPCR Buffer 2.5 ul
dNTPs 0.5 pl
Taq 0.2 pl
5141 1.5 pl
514 2 1.5 pl
ddH20 17.3 pl
DNA 151 1.5 pl

i BEMSE, Hb 4 EFRT PCRAMEN, 1 EFEREIKEGURTAIXIER

PCR RMNIER:



1 94°CFRZ M 5min

2 94°C3x4 45s
3 60°CIEX 30s
4 72°CHiE(e 60s

2 - 43508, 35 &R

5 72°CHiE{eR 10min

6 4°C RE

2. BR9EE PCR i 8RS FER kS

(1) HIEIRIEERAR

FREX 0.2g I5fSHE, BONSERAMRS, M0 20ml 1.0xTBE 43k, BERIEFEKAINAZERS
B, IHES, WA 1%HERERRK.

(2) BVEEIBERE, g, IR, BERREREIEIENENRIRLSET (—EH™,
TRERREERR) .

(3) BEVEBRERET —KFEE, HlFERRT.

(4) 1BiRE 60°CEARTIRIEHERER, ZEANGIIENGE, EEBTHRIBR LA —E
HHNERE (FRAERKRSE) .

(5) FREERE, BHRT, MRKE, BERXENR.

(6) DINEEKEERERERIKES,

(7) BRI EIIN L TRE DNA RIS (CRAEIRFRAEE) .



(8) HBEEIKESHIK(AIEIR (FRIESKR, DNA RERMNGRRMIER ) . DNA B9E
BIRESHEEMIELL, HEEEAET 5V/cm, HRHMIEFEZNEIERRENG 1~2cm &, F1E
B2 Ko

3. =Yg
(1) EEINETHIRIErEER ERENAERIIT, A 1.5 mL Eppendorf BOLES; A
500ul JBRR/Z5EWR DB, RS,
(2) B L—LFREBRMARBE AC F (TREHAERMAMKEEH) , =ERME 1 min, 12000rpm
=0 30-60s, ERWEEPIER.
(3) IO 700ul EsE&R WB, 12000rpm B Tmin, FEER.
(4) PO 500pl =56k WB, 12000rpm By 1 min, FiEER,
(5) BRFIHE AC IEIZKEE S, 12000rpm By 2 min, REREZEHRR, LARELR
FhI% B8 Z B i R AL,
(6) EXHIRMIE AC, MA—MTFEEOED, ERMIERAISREIERAIN S0ul FERREE Hik EB
(FERREEITIRER S 65-70°CKAFIIRGEEREY) , =iEME 2 min, 12000rpm & 1 min,
INRFERZE DNA, I BERRESREFIIASOIRME, B0 1 min,

4. PCRF=YS T Hida9ERE

XJTFERAY DNA ligase iIEERMN, 5% THREERMAR, 53 DNA ligase A
BHTIRIE. S NERRBER Tul pMD 18-T &K, £90.2pmol PCR7=4), 7 10ul EEHARF

A CERIREEIRIER Th,

T4 DNA Ligase Buffer(2X) Sul
Purified PCR Product Tul
pMD 18-T Vector Tul

T4 DNA Ligase (5-10U/{%F}) 1l



ddH.0 up to 10yl

5. KipHFERSZSMRAYTISE (RATSX)

@ HEENFREEAY E.coli.DH5a BBEFEIEMT—1NAE 10 ml LB RIAEFE (REMER) Ak
&rh, F37°CIEEIRS (200 rpm) 125549 4h(0D=0.2~0.4), EXHEIZEMEEIKS 10min,

@ ELEFRH TEKAERIERIRE 1ml 2KSH 1.5ml TEEOES, F4°CT 100009
B Tmin, [EIW4RE.

® BEFIA 500 pl F 4°CFIELH CaCl ERITTE, 78 30min, F 4°CT 100009 B
Tmin, EISHETIEN.

@ STEIA 200 pl XL CaClz, BRSOIRNARSE S, B 4°CkEsma.

6. ERRNEUKIHITE

@ BX 10 pl &=, IIAMEE 100 pl BREZSABEOES, B8RS, /KiE 30 min,

@ 42°C#E 90s 5, TUBISEE KA 3~5min,

® MA 1T ml RBAERR LB RIAEARE, BY, T 37 CTHRSESA (180 rpm) 45 min,

@ 4°CT, 10000 g, Bl 1 min, Ik 500 pl EERFE, BRES, B200 plimxmFas
100 pg/ml R *BERRY LB IH7ETRE (F55Rf 4ul iREJ9 200 mg/mg IPTG 1 20ul iRE
7940 mg/ml X-gal) , FEBRHEFETERKE, BEFRT 37°CEA 12~16h, EEHNR
Eix. BREFNET 4°C, <228 (AHNE. 8%) .

O® EEFYRNEIOHIRRT, ISR ddH0 REEREY), EMER L, S3sHTa
MERFASIERRY LB i E, 23 EABBHXIRRFIFRMERTHR,

7. ERFRERNETE (FEPPMEILHIZME)

PENTTRES B ERI S ERIIEDE, 272 5 ml LB/Amp ikikiEsEE S, 37°C 220 rpm FEARES
FIUR, KRR Z/NERNEREAL DNA, 1T PCRY1E, il PCR FYIEEEZRIEIK

2iR



Bf$: TBE EEikZRRRAYECTH)

5xTBE (5 &Ry TBE I7K)
fic 1000m| 5% TBE:

Tris 549
THAES 27.59

0.5mol/I EDTA 20ml (pH 8.0)



