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Lethal Based Fast Cloning Kit
pLBEERRERERAFTE

BRS: VT205

FEmRE
VT205-01

FEamiaRg (20 i)

pLB Vector (35 ng/pl) 20 pl

T4 DNA Ligase (3 U/pl) 20 pl

2 X Reaction Solution 100 pl

Blunting Enzyme 10 pl

pLB Forward Sequencing Primer (10 uM) 200 pl

pLB Reverse Sequencing Primer (10 uM) 200 pl

Control Insert DNA (700 bp, 50 ng/ul) 10 pl

ddH,O 1ml
RERMG

BRI FIEET-30~-15CAlfRF—&F. BREREFRRM.

AERERTER. B2RTED. BKET. ERRLERFRIE. 1



ey

PLBEE RRERERFER—MIAMIEE R ERSE, AJUSNRMESMPCR™IFE
BB FRImTFMERIFHIDNAR . 1ZIRX T &3 8582 (L S AR ER (L AODNA R ER 8 B %K. FR
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pLB Vector (35 ng/ul) 1l

2 X Reaction Solution 5yl

T4 DNA Ligase (3 U/ul) 1l
ddH,0 HEE10

ZEBELNERARMNR, BEEI3-5 sec.

HRARNAMETF22'CRENS min, REERE, BELEETKLE, #TREMNEL
R,

AR MREANRERKEKXTS kb, AILUER A ERAERKES0 min,
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1. BERTERNARELENBOERMAZHELS, HEITFRERE,

LHRERLSY &

Insert DNA Xl

2 X Reaction Solution 5ul

Blunting Enzyme 0.5 ul
ddH,0 #EZE8

ZEEOERIRMNR, BEEIL3-5sec,
2. ¥RARMKET20°CRMN2 min, SARFET70°CRRS5 min, BAEKEFESAN.
3. EFHCHRBARPIMATIIR S

LHRLRLSY &

pLB Vector (35 ng/pl) 1l
T4 DNA Ligase (3 U/pl) 1l

4. WRERNMRET22'CRES min. REERRE, BEUOEETKLE, #HITEENELR

AR MREANRERKEXTS kb, AILIER A ERAERKES0 min,
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LT AR RimEE .
1. BRETREAZELTENSOEPMANESFES, HITRRERN.

LHRERLSY X

Control Insert DNA (700 bp, 50 ng/ul) 0.5 pl
2 X Reaction Solution 5l
Blunting Enzyme 0.5 pl
ddH,0 HEES

RZEHEOELURSARY, HEE03-5sec.
2. BRERNKET20CRE2 min, AEEF70CRRES min, MEKXLEELA.
3. EFimHR RERFMAN TR
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pLB Vector (35 ng/pl) 1l
T4 DNA Ligase (3 U/ul) 1 ul

BaELMELURSARMNR, FHEE03-5 sec.
4. BRERMBET22°CRRNS min, RNGERRE, BBEUVEETKE, #HITRENELR
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1. HIBEBEFSERLRE100 pyg/mIBILBERAEHETEIR. EERMBEAEI?C, EOMM20
min.
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b. FELEET42°CIEIR sec, MEERMAET K APHE2-3 min, HEFEE
FEOE.

SHhYEFR45 min, BRIRERN LEXMMMCERRE, KEKET.

d. ¥ELEFHERRES, WEN100 pmdl& a8 v~ESRNLBEKRIEEFEL, AX
BN EAWERRABARASSRT. GFREATIRE, BEFR, 37 CHEFR12-
16 h,
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BN HSREEEM1-5 ml LBIEFE (FFLREHR100 ygmWEFEER)
ERE, VCERRHIERER, REEMERERA, NAPCRNESYISELERBA
FEBREIEMH.
Control Insert DNABIPCREE, EEEUTRMEH:

95°C 2 min

94°C 30 sec

60°C 30 sec ] 30 cycles

72°C 30 sec

72°C 5 min

4°C o
IR PEREFEEFEH#HITPCREN (ARG ERS FREFEZMR) -
MEFEE: FRENRREREHITHSHNEERHITFIINNE.

ABRED BSYEERAFERNZZARETEEEN.

B EPEANRA RN BREIEELEYN, AXRHIEEEATURERE.
BWE TR ER~Y, EhlEEEERRO, RO LENESILW,
RMAEWVRBEGIEFEHANEE. MELHNDNARERS, ATRELCEEN~R
PR Rz, WEELARIDNARERD, FJE200-300 PR 4R WRFITEY
R, ABEEL (4000 rpm, 2 min) EWRMEBSERR, BTESMEFERT
EAREEERHT—PFIRT CRHFRNERTET4CRE, MRRXEELEER
TR LR TR E R AT RAETRRD

pLB VectorillFF5 |4

pLB Forward Sequencing Primer,

5" -CGACTCACTATAGGGAGAGCGGC-3’
23-mer

pLB Reverse Sequencing Primer,
5 -AAGAACATCGATTTTCCATGGCAG-3’

24-mer




pLB VectorEliZ%

pLB Vector

Notl
Eco52|
Bglil
Kpn2l
PspXI
Eco88I
Xhol

blunt-end
PCR product
Xbal

Bglll

Btgl

Eco130I

Ncol
Bsu15l

forward ing primer, 23-mer

T7 transcription start
T7 promoter Notl

3’ CCG CAT TAT GCT GAG TGA TAT cCC| TcT CGC CGG
Ala Tyr Tyr Ser Glu Ser Tyr Pro Ser Arg Gly

Eco88l
Xhol

PspXI
G CTC GAG TTT TTC AGC AAG ATA
C GAG CTC AAA AAG TCG TTC TA [ZHJNt 4T
Glu Leu Lys Glu Ala Leu
Btgl

Eco1301
Ncol

Eco52|

— L nNotl
5/ GGC GEAWATANCGANCTCUACTWATANGGE Ach GCG GCC

Bglll Kpn2l
GCC AGA TCT TCC GGA TG

CGG TCT AGA AGG CCT AC
Gly Ser Arg Gly Ser Pro

__Xbal  ggm
TCT TTC TAG AAG ATC TCC
AGA AAG ATC TTC TAG AGG

Arg Glu Leu Leu Asp Gly

Bsu15l

TAC AAT ATT CTC AGC TGC CAT GGA AAA
ATG TTA TAA GAG TCG ACG GTA CCT TTT
Val lle Asn Glu Ala Ala Met Ser Phe

TCG ATG TTIC TTC T 3’
AGC TAC AAG AAG A 5’
Arg His Glu Glu

reverse sequencing primer, 24=mer

REz{& %

FRERRA10 UHFR, 5 pIBIR AR thEEESREHMR, KA RERS.
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