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Rapid Characterization of Recombination Clone by PCR Screening of
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Abstract : The recombination clones contained GFP, LTB-ST foreign gene were screening by PCR using individu-
al bacterial colonies as template, the aimed band was amplified from positive clones, the result was as well as
plasmid PCR. The selecting of agrobacterium transformed with recombination plasmid could also use this method
of PCR screening of individual bacterial colonies. The result of individual bacterial colonies PCR was as well as
that of PCR using bacterial solution as template. It showed that the method individual hacterial colonies PCR was

an efficient, easy cne that characterized recombination ciones.
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—HUR, BHATEEENR—-ASESENMERATIBENY, TR
TBHE, ffb THRAERE, MEHPCR #THELSE LR, £H% PCR AT XS H
BHAREARE, NEASHRIEITRECRAEAR, ELRTRESEER
HHEDH (green fluorescent protein, GFP) MAHMMEE B FEAARMNGEEZRS R
W (LTB-ST) #Eh¥ 4. FFHRER PCR W RASRIAIFIE, N4 PCR 4
RERTHE, RET —FEEREAFNEATEH RN R .

1 MHE5AE

L1 BEEMERE

FIRARBREXBHEE SR X ARMUEYEALAR, 8 GIP EHNERR
# PAVA319, 95TM XFEMREF R FHE. PVX HE XX HERAFE MOGIOL 1
LBA4404 i P ER WA B RN AU A SR, SHEMASEE LTB-ST fEERE
HEFREFRERBTHAMTERKNFFTR B, KHITEHHBL HBI01 Fh h P E
RUBEBREY LR R P01, CFP95TM, LTB-ST-PVX WA WM BN EE
o
1.2 HYEERA

FFITAMY E Pomega AR RASEEWEARLE, FHEEHAEERNGPEEK
YR ERFEPBARERT,
1.3 PCR ER=#R98l&

HE GenBank HAAAH] GFP il LTB-ST 835504 BIEATE 1471811, GFP 893145 .

GFPF 5° ATG GGT AAA GGA GAA CTT TTC 3’ % L #5147,

GFPR 5’ CGC GGKTPﬂCC GAT AGA TCT GTA TAG TTC ATC 3° HF#2|4.

e LTB-ST /R 5 R EFFIRiT31Y, Brifitms |y,
LTBSTF 5’ GGG ATCGAT ATG AAT AAA GTA AAATTT TATGTTTTA T3® %

Clal
W5y
LTB-ST R 5° TCT GCGGCLGC GCA CCC GGT ACA AAG AGG AT 3 KT S|,

Notl

AT REHER, BT CFP 5470 LTB-ST B8 2 5 Yt n B4
o VL PAVA319 JHEAR 1L GFP F I GYP R NS |43 5% GFP X, ¥EWmad Kpnl
BUILIS, 5233 Nael f Kpnl TUBE VI 95TM EX M HE R R E. RSN
PXZLO1 4#EAR LA LTB-ST F 1 LTB-ST R Q5| #1447 LTB-ST RS S0y 3%, §
W5 PVXIREBERAREZ Clal 71 Notl SUEELIEHEAT S, BRI RENEEE Y
X BT R TOP10 B2 5, H¥AFEEEHREE (50mg/ul) & 1B EikitHE
L, 3TCHERIE, FEEKE—E KA.
1.4 PCRYBESEE&EH

KR PCR YRS, VMERA I0pL RIEE, REELEHETT RBAE
BT &G, BIAMIT 1 A FIRBENSH LB PIRERL ST, FExT T4 HH
WS, HXAMELREE | MEE LN R, £5 8P 0SS 4800
BRLT, BHREBAI ARKERLBINZES, TV ERPRBRITILT, BiEH
LA A D, WY REER AL E ST RN, KM PCR 200 £ PCR (Y
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LT, GFP P A FE 95T 3min; 94C30s, 54C30s, 72°C1min, 30cycles; 72°C
5min, LTB-ST #3 & F = 94C 3min; 94°C 1min, 58°C 2min, 72C 2min, 35 cycles;
72°C Smin, ¥FHHENLA parafilm JiEHEF, B37CHFE, EEHAGHA 4CKHEE
o

R TRAFEEE PCR P WER, My MOEEFTEE, WEEE, AEy
BRI, R DR #1T PCR 9718, )5 AT PCR RIFUHL PCR MY45
.
1.5 HARNEARTE MOGI01

W RS AT IS, 38 P % 25 20 0 PR 52 R R = B R & T 7% AR 3 MOGI101
. FIKER L BRF RN RATE B IRE, B A AT A Z 8 YEP &
fRiEFrd, 28°C, 180r/min, EFEFODMH KA 0.5, A BHBIERE, RAEMR
PCR 47 PCR Y18, [EAY, AXHRLIR — S RTEBARE, ERERIMTHY
WEFRBRITILT, BESk EMEERAT BEP, FITHEE PCR I, b
PENER,

2 ERGW

2.1 GFP EHAMMSAEE PCR MR PCR ¥4 R

PRI Sy ¥ HBAE PCR U3, Skt RILAT LAY 3 11 29 719bp 9K,
SIEKMFE /N3, EMRNORETSE 6 M RAAHYE, EEYVMEREE
(H 1), ATEIEFE% PCR MIEGHE, RIX6 MRIEAHHENBEERRE, #17
OB PCR ¥ 38, Z5R (F2), SHATHIFOR PCR REFSMFEOY 1 i3k GFP BEM B M K
B, EAERIWEORE, FE% PCR IMMBCRTF MR PCR, HE% PCR Y 1
FOREBBA—B, VI TURANE, AW, MER PCR I HE 5 HM, &
¥

M 1 2 3 4 5 6

1 GFP EAMEMAM% PCR 1Y 2 GFP EHR PCR §1#
M 1kb ladder, 1 PAVA319, 2~6 GFP H/AE M ADNA/EwRI + Hindll, 1 PAVA319,
2-6 GFP 4l

2.2 LTBSTEAEMPEE PCR HIFH PCR FHER

PRV PCR Y HEEUHAT LTB-ST A WMY 1, RN 3 MRS, Zdd
AR R BA P SERE Y HE L T K24 600bp AR (AR 3), FIRT#EFTERAL PCR (N
4) FHITWIE, RIABBY HHZFW, THONBEAT WEE, RPERGFEREN
i, miHAE% PCR #EH. PCR My HERE B,
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A3 LTB - ST B4 R B ¥ PCR ¥ 1% 4 LTB-ST H41FR PCR &%
M 1kb ladder, 1 PXZIO1, 2 ZS{qXiH, M 1kb ladder, 1 PXZEIO1, 2 ZSEA%fHR,
3~5 LTB-STHAHN 3~5 LTB-STHEHAKR

2.3 GFP RITHEMNHAEE PCR JFH PCR 945 R

¥ B0 E B GFPOSTM PR SEREFIH — R8I ARHF# MOGLO1 FLUs, A
TCREHe L DA B S E AR A T PCR 738, RBLAEY IS BARW (I S). ¥
WG, BUCBEBIEEREST PCR &1, P84 (B 6) MAE% PCR I
ZRMM,

M5 GFP EARRH AT HE " E6 GFP B4 N LRITAEN
H#% PCR 3% W PCR 338
1 MOGIOl, 2-3 SARSIRNNRTHE. M ADNA/EcoRI + Hindll, 1  FR¥EXTER,
M ADNA/EcoRI + HindIll 2 MOGIOL, 3, 4 SABAFRRMRFE

2.4 LTB-ST RAFH MM AEE PCR MEK PCR i 4R

Pzt Bliy LTB-ST-PVX FH¥E vERE A A = % R A 2 5 AR AT LBA4404 H1LL)F,
FAZCE Sk BREER A 9 R % PCR § 386, RBUGEY M B &% (WA 7).
WHLUE, R RERAEBULET POR 0, THISR (ES) ¥ H % PCR 4
g RAR

M 1 2 3 4 5 6

7 LTB-ST®4ARNELRITEEH 8 LTB-ST EAAEELRITEEN
HE% PCRY ¥k PCR 1
M 1kb ladder, | FIEERE, M IKb ladder, 1 FRHEXTE,

2,4~6 BItERIE.3 MICRHH 2,4-6 BIPRITH, 3 BEARFE

© PERZFRMEDHRATIKESHEE http://journals. im ac. cn



- 56 - MAEWFER 2006 £33 (3)

2.5 MFEIE

F RS E% PCR S E M EHA RS A Topl0 KR BILUG , 33552 B0 i
FF, BIFFER4 DNAstar AT R IEHRY, TERTOTRZTRES R, HXRNBEE
BESAL, BEMELEEIRS, WHAREE PCR #iraA AL RN ST 2%
BRI
3 i

FHPCRERZEBWS FAYFERFH—MEHNLEEFERMEATE, &
BIREMATIR T, PCR AR50, {H¥EH PCR ¥ IS E — i in & T 15,
N DNA B F % Saife, BAERSE, e, BARE, MHEDNA §& 3806
KA T RN B RBRE" , FLbRRE yETRak THARE. B, 8
FHREEMAFROER -, 87— RN, FEEEHEIEMAERES
AT WENPIRIANER S RANEASRERA LB RS, H#UEK
DNA™, BiEFERTK PCR WBmH A", WHEGE BRAARBEL T REFHE, A
EARE LCREW I LR, RITFSREE RS PCR ¥, H PCR Wi#nt
[6]2 3min, SEETLAY IS HARMHIR, B 7T LIUBERM% DNA EA SRR, BTl
PR iZE E4H DNA BB RFT B PP e i . AR B R MR R 8 — NI I
%, EOERRAXNBHENRREER L, BHRE -EA#, BaditERrEn
HRE—RBER R AT %, NEEFENRARSTRE SR, ASHRE
B RAT IR MRARETT PCR 538, BAFEMY £FBEREME R, X 1 a4n
8], FAAEMZERFTE P TR th A1 E 7% PCR ATk, RELHF HIEGEs
RUHE B RO IR E o PR STRE

SLE T PCR FIFRAL PCR MY B Rk UL, M PCR (03 B R 0 Rk
PCR, MBIk FRTLAE L, B PCR £V MM B i - Ry ¥, HA
PIMHBHNZTH RO -8, FHZHEH/, THE PCR I 840 &4 i
F—H. XTRREARREH AR IRBNESER -8, MEBERMNEREDT
WRT—BEERE B ABRIR AW, DA AR — & 10l K SRR L pl 97
V. RSREE, RRTERTT 08RG LB PCR I M3 RA7. {HM
BRIARECRKE, SAHH PCR AEEA LT M Mo B s, KRER—I WL
MEITR s EH TR B,

A
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