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Lethal Based Fast Cloning Kit
pLBEE RIRERE AR

B®S: VT205
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VT205-01
[ 1 (20 pl)
pLB Vector (35 ng/ul) 20 pl
T4 DNA Ligase (3 U/ul) 20 pl
2 X Reaction Solution 100 pl
Blunting Enzyme 10 pl
pLB Forward Sequencing Primer (10 pM) 200 pl
pLB Reverse Sequencing Primer (10 pM) 200 pl
Control Insert DNA (700 bp, 50 ng/ul) 10 pl
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pLBEERREREWNT ZR—MEMEERERS, FUASHREEEMHPCR™MHFE
FAEF R RIGFIDNAR B . 1ZIR 7S 3 B (L S IE B ER (L AIDNA R ER ER B3 . [H
MOEFEAFIEN R EERENTES minBI AT {FR T 95%IPAM B E. RABKIEEMN
BE48E (W: Pfu Polymerase) 88 FERIGPCRYAIEIFEANREH K. ATRERMN
BEESES (20: Taq Polymerase) siBEAEEE SV EHNPCRAYIEEZENE AKX ERME
B3GR EDNAF L BEE TR mEimie (7 min) BIR[. &4~ Ha] EEEE M AT
EE.

RFI SR — N EE BN B BUPR 1 %32 e AR pLB Vector. iZHIRSHBREERE (H
EEREMR) , FREBULSBNMNERRRSIERRAE, BURAHMLTEHRNHN
MEA REFER R EREE. ™HSIFLHMPLB Vector RIEBEMBHER (XINEHEE
A, BUBEREXFTEMEAE. XA FERKEITESRIFE, RAMMNET R
pridriz =
Faiis
BNRE: TERATEANRFE, 5mintiEERE
RBI-Z2: EAERERBEANKREREE, S6FMRIRER

FRRBRERE

1. BESRHEBEMEREZESIE1:3-1:10, T 1kbLA T894 E @i fE A 1:389EE 5], 1kbil E
B R R R 1: 7R EE B
2. TEIRIERAR BRI S A S BT R AR ER R B K BRI EHERE. ARE
A&, AR\ TANHERETE:
BARERKE

HWARERENng = (3~10)XW X HixAEng

FEZR R T35 nggIFiE, FRIANWPCREIREMANEZEFMT
PCR™=#1KE (bp) =IENERAEZE (ng)
700 bp 25 ng
2000 bp 165 ng
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—. FRIRERESE:
« ATEREMMADNARSE 4+ B ERKIIPCREMM I,
« EREMTHARSES~E MM RIGOPCRA~I#ITRMER, 1BHEL#ITFIRE, ¥R
“RRIRERES R .
« K77 EMERFRREMATIEE~E BT RIFAPWDNAREL, EEAIDNAR BRI ERARAR
FERREWOATF 2 TR, SESHRENERLESE “FTRRFRERE” B4,
1. BETERMAFTELENS CEDMASMES

LHRERL 53 &

BHIPCRREX Xul

pLB Vector (35 ng/ul) 1pl

2 X Reaction Solution 5l

T4 DNA Ligase (3 U/ul) 1l
ddH,O A EZE10 pl

BESUELRSDRMNRA, MHEHL3-5sec.

2. HRERKBEMET22CRES min. REERE, BEOCEETIKE, #TEEMNEL
REL.
FE MREARERKEAT3 kb, AILERRAERAERKESO min,

. HRiEERESE:
« [T Taq DNA Polymerase®l & # Taq DNA PolymerasefiE B8~ #13" IRtARPCR
IR .
« NRPCRAMIARIGRLE R RARG, BIEAMMERRERES %,
o K77EtE R FHRE M AIEETE RS 53 HHEREIRADNAREE, %ERIDNA
FE R RFREEEREEWOR T & # TEW, SaSRENERIESE “FRREER
2" MR,
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. RETENAFELENFOCEDTMASMES, #ITPRCRER.

SHRERLSY f&

Insert DNA Xl
2 X Reaction Solution 5l
Blunting Enzyme 0.5l
ddH;O #EES pl

BEsEVELURSI RN, 58 5103-5 sec.
. BRERNAET20CRE2 min, ARET70°CRES min, MK LEE A,
(8 Fim it B & R R R A A T FURL 55

i 1240% & ]

pLB Vector (35 ng/pl) 1l
T4 DNA Ligase (3 U/pl) 1 pl
. BWRARKBET22CRES min, REZERRE, BB L0EETKE, #ITREMNELR

FE MREANREBEKEAT3 kb, FEREIERAERKEI min,
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1. BRTROAFTELENFOEPMASMRS, HITFIRERE.

LHRRRK 3 "

Control Insert DNA (700 bp, 50 ng/ul) 0.5yl
2 X Reaction Solution 5ul
Blunting Enzyme 0.5 pl
ddH,O HIEES I

BREHNECELURSIAEY, BEHL3-5sec.
2. BRARNBET20CRE2 min, AEET70CRES min, MAEKLEE LA,

3. EFRUHREERFMATIIR S
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pLB Vector (35 ng/pl) 1l
T4 DNA Ligase (3 U/pl) 1ul

REBOELURSIREAR, HEE03-5sec,
4. WRARMBET22CRRES mn. RELERRE, HEUOEETKE, #TEENEEUR

L2314

1. FIBEEBETEERERE100 po/mILBIRAETE TR 1§ FRMEEI7C, ELMMK20
min.

2. ik

a.

N ER 4 FEE AN E50-100 pl TOP10RFAMEATh (RS 4IRRRZMIM-70°CokFEEY
HBFkEL, FNREERMNEESY, EEFYNMASFTEIBZEAME
B+az—) , B¥ES, kB30 min (BEFEERBRIEFRRpUCI IR EL
RS EMEERTRISNIELIE, 180.1 ng pUCI1IIMAS—REZHMAMRED, H
RNRESBSEECYNRECSBRLS H#T) -

HFEILVEET42°CEIEB0 sec, BHBERIAETFABFHME2-3 min, HEFEE
HMELE.

EELEFMA250-500 pl 37°CTHAILB (FEIMER) E57#E, 150 rpm. 37°Cik
HiEE45 min. BRRFERA LEXMRMHRCERRE, FRKER.
BEOETPHERES, WMEV00 pnz & 8 FES=ZNIBERIAEEEFEL, X
BT EEREE NS . SFREETRE, BEFR, 37CHEHF12-
16 h.
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1. BAEN: FSRMEEREM-5 ml LBIFRE (EHFLKREHR100 yomEFEEER)
By g, I7TCEKIRHEFRIR, REEMBREGRR, NAPCRYEYGZEETER/A
RERTIER.

Control Insert DNARJPCREE, EEEUT R EH:
95°C 2 min
94°C 30 sec
60°C 30 sec ] 30 cycles
72°C 30 sec
72°C 5 min
4°C oo
2. [RIEGN: ENEEERESITPCREN (AR ERS TRIEEZIR .
3. MFLE: EREANRESZHITHNSHEEFHETFIIENE.

ARSI ESYEEREANEZ AR EEDR.

1. #ed P ERNRE R RBEESEAEN, NS e AT LARERE.

2. BB TIMEETY), EHMEREETENAR, BTV ENEETR,

3. BTHHAEVREEFSSE/EENEE. MEFLHNDNARER S, FHELCEE L%
WmEE; Rz, MEECAIDNAREE D, ATEN200-300 piFsb =48 TR, R/
SRR, AEEEL (4000 rpm, 2 min) GREREBSIEFR, BTEEMEFEST
BEHEEHRHT - FE+T CREFEHNERTE T4 CHRE, MRRHOEEEER
TR LU E TR EAB RIS

pLB VectorillF5|4)

pLB Forward Sequencing Primer,

5" -CGACTCACTATAGGGAGAGCGGC-3’
23-mer

pLB Reverse Sequencing Primer,

5 -AAGAACATCGATTTTCCATGGCAG-3’
24-mer




pLB VectorEli&

Notl
Eco52|
Bglll
Kpn2l
PspXI
Eco88l
Xhol

blunt-end
PCR product
Xbal

Bglll

Btgl

Eco130I

Ncol
Bsu15l

forward primer, 23-mer
T7 transcription start &
17 promoter — Notl Balll Kpn2l
5 GGC GIANETANC ACTVATA GGG Ach GCG GCC GCC AGA TCT TCC GGA TG

3’ CcCG CRINERES AGNICANTATICCE 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
PspXl __Xbal _  pgm
G CTC GAG TTT TTC AGC AAG ATMIMITI'MA TCT TTC TAG AAG ATC TCC
C GAG CTC AAA AAG TCG TTC TA|{LIUIIHAT AGA AAG ATC TTC TAG AGG
Glu Leu Lys Glu Ala Leu Arg  Glu Leu Leu Asp Gly
Btgl
Eco1301
Neol Bsui5l

TAC AAT ATT CTC AGC TGC CAT GGA AAA TCG ATs T11C TIC T 3’
ATG TTA TAA GAG TCG ACG GTA CCT,ITT AGC TAC AAG AAG A 5'
Val lle Asn Glu Ala Ala Met Ser Phe Arg His Glu Glu

reverse sequencing primer, 24=mer

RE{EZ
FORER 10 pHERL, 5 pIBR RIIA R IS RIFAORR, HAIRERYE.
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