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VT217-02 (pLB-T Fast Ligation Kit) 60 rxn
VT317-01 pLB-T Fastse &k F& 20 rxn
VT317-02 (pLB-T Fast Cloning Kit) 60 rxn
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VT217-01 VT217-02 | VT317-01 | VT317-02
pLB-T Vector (50 ng/ul) 20 ul 60 ul 20 pl 60 pl
RapiLigation Mix (2x 100 pl 3x100 pl 100 pl 3x100 pl
H PCR. RT-PCRZ#3%] - (2) " ! ! !
Control Insert DNA (688 bp) 10 ul 10 ul 10 ul 10 ul
B #%EDNA. RNAS BT (50 ng/pl) H H H H
B DNASFEiRE DH5 a (100 pl/&) - - 10% 30E
B EfEHs, RS Compcell Control ) ) 10 ul 10 ul
Plasmid pUC19 (0.1 ng/ul
B EREEES PUCTY 01 gk
. ddH,O 1ml 1ml 1ml 1ml
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EZ . ZIAFI ST BEER (L Sk AEBAER (L AUDNA R ER BV B 3. PRMEIE IR AR B BIEIZINE
5 minBN AR5 #BIT95%RIBAMH EH g . RS FEF T #FHE MRapiLigation Mix (BF
S: RT407) AEMIT4 DNAZEZERRNIRT, HPSHEREEET. BRER, TXX
HE3EIEERTE IREPCREYINIEREMEIENE ., BARFERE T DH5EZ AR L
KyTRB A BIRNE AL, HEHITEK.
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SRURE: 5 mintRIEFEE, FHMEZRIT100%.

REI-3Z: EA1KZE0.025 pmolikE B EEFK E3 kb H RIS HUEE.

121EEHE: B &1E B RapiLigation Mix, REMNESF S BREN RS TEER R .
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BiASRERAERILITHIFE:3-1:8, HRBEIEIKSE KIS E TN ERIREF
FREKERTHEEERL. ARRAE, AREBEUTAORNAERITE:
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BEIRE R D50 ngihHiF, TRIKX/DHIPCRAIREMANELEHIINT

PCR=IKE (bp) RIENEAE (ng)
700 bp 35 ng
2000 bp 100 ng
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pLB-T Vector
2976 bp

pLB-T VectorZ Faf&{il s

forward sequencing primer, 23-mer

7 uanscript\on start %
7 promoter — Notl Bglll Kpn2l
5/ GGC GEAVATAVCCANCTCVACTATANGEE ~rca GCG GCC GCC AGA TCT TCC GGA TG
3’ CCG CAT TAT GCT GAG TGA TAT c€C Tct CGC CGG CGG TCT AGA AGG CCT AC

Ala Tyr Tyr Ser Glu Ser Tyr Pro Ser Arg Gly Gly Ser Arg Gly Ser Pro

Eco88l
Xhol
PspXI __Xbal  pgm
G CTC GAG TTT TTC AGC AAG ATT, ATCT TTC TAG AAG ATC TCC
C GAG CTC AAA AAG TCG TTC TA TT AGA AAG ATC TTC TAG AGG
Glu Leu Lys Glu Ala Leu Arg Glu Leu Leu Asp Gly
Btgl
Eco1301
Ncol Bsui5l

TAC AAT ATT CTC AGC TGC CAT GGA AAA TCG ATG 1IC TTC T 3'
ATG TTA TAA GAG TCG ACG GTA CCT TTT AGC TAC AAG ARG A 5'
Val lle Asn Glu Ala Ala Met Ser Phe Arg His Glu Glu

reverse sequencing primer, 24-mer

fERAZE (UTHIREEXTEFH TIEZF)
1. BRTROABTELENE CEPMA SRS -

LHRERLSY X

RapiLigation Mix (2X) 5ul
pLB-T Vector (50 ng/pl) 1ul
BHBIPCRE ER/ Control Insert DNA X i/l
ddH,O HEE10

BB OELNRSNEY, MEEIL3-5 sec. WRAERNBET22 CRIES5 min. &
NE&ERGE, BELEETKE, #ITEENELRN.

FE: NEHAEBEENF1 kb, REZBYEIELEA5-10 min,
MBENFERKERN1-2 kb, RRZBFEREIREA10-20 min,
MREHENRERKEATF2 kb, REBERERA30 minEiZ&,
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FESAETEERLRE100 pg/mIBILBIRBEPEFIR. S FARMEAEI7C, ELFHMH20
min.

BRER S EE AR A4 AN E]50-100 pl DH5aREZ S BRH (RS R M-90~-65"C Ik FEEY
HEFKALE, FRINBERMNERE™Y), EEFYNNAETBERZSHAAER
BWt+az—) , BHERS, KiB30 min (RWERIERERBIBIERKPUCIIESHLERTZ
ZSLMEAVE AT BRI MEE L3R, 181 ulaCompcell Control Plasmid pUC19fI A\ 55— R &
ZEEBREREANR, ERNBRESBREEEYNELSERRERLHT) .

BEILEET42°CKA0 sec, MEERINETKATHKE2-3 min, HHEAEEDNE

\ S
nIN=

Bo




4) EBELEDMAIS0 yl 37°CHiARMSOCHLB (REMEE) &7, 180 rom. 37°CHk
%1745 min — 60 min . BN EEXMTERCERRIE, EEEET.

5) BEOERHERRES, WE200 pingl S5 ERXMILBEKEREERE L, BXEN
TR SIRIBHR R BV MEII 5T . FEIRRETRE, BIETFHR, 37CHEHR12-
16 h.
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1) BHGN: HEBOETEEMI-5 ml LB (SE&REH50-100 pg/mpy S BB E) A
&, JVCEARZEFIR, REEMERIRN, NAPCRIEYIGELE/ARE
EEIEH.

2) BUEA : BEENEE HIEHITPCRIGU(B AT AN S T REFE=).

3) MFEE: EABNRRERZRITNLHEE RHITFIIENE.
pLB-T VectorilF5 |4 :
pLB Forward Sequencing Primer (23-mer):
5 -CGACTCACTATAGGGAGAGCGGC-3’
pLB Reverse Sequencing Primer (24-mer)::

5 -AAGAACATCGATTTTCCATGGCAG-3’

ARET E5

1 EEERPCRARS WmNHEAAR, MREFEMApuFSHRERGEENTHAKRE
HFRinAER, AEMApLBEERRERERXFE (VT205/206) .
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2. ¥ iEPER Control Insert DNAMX R ZIFE R, 7ESLL IR EIER 7] U E R
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3. BB TEMER~Y, AHIBEERIEN, ROV ENEELLN.

4. RHRAEFURBEEFIEEENEE. MEUHDNARERS, TNMELERNL~TiK

WENR; R, WEEHLEIDNAZERD, AJEN200-300 pIEE LA =90iath TR anRTLITHY
SRR, AEEELD (4000 rpm, 2 min) ERBIBHIEFR, BTEENEFRESY
EAEBEAGT—NERY GRERKNERTET4CRE, WRRENELEEY
BOAT USRI T WE KB A IRIESRR) .




