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Lethal Based Fast Cloning Kit
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FEAE
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PR (20 i)
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
LB Vect
pLE vector 200 yl
Forward Sequencing Primer (10 uM)
LB Vect
pLe vector 200 yl
Reverse Sequencing Primer (10 uM)
Control Insert DNA (700 bp, 50 ng/ul) 10 pl
ddH,O 1ml
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PLBEESMEXEIXFZE—MIAMEERERS, TR EEESHPCREYFE
TEBERFRAEERFHIONARE . iZiXFI R X BEER 1k ol AEREER (L (IDNA R ER &85 5%. BA
MR R AFEN F BE RS minBI ATk SHEIZ 5% RIPAIEEH M . HAFKIERE R
RAE (3. Pfu Polymerase) ¥ 1GH)FERiFPCREY AT EEENREREK. ALKIEFN
HIERAEE (30: Taq Polymerase) HBHEREESYWI EMPCR=YEZEEANER XTI ZRE
HIHIREDNATF i (L BB HH TR IR F IR (7 min) BIR]. EEYREELLEBOXET
E B

A ERE— N FARED AR PR EF EHAPLB Vector. ZBEEBFHIEER (K
BEREMAS)  ZREMSBEBNMNERBESSIEERKLE, BRIAFTEATEHRNEY
WAL RETFEH M EEREE. MBSHUAIPLB VectorRIZHAMEZMER (TINERHERIE
N, BUEREREGITEMAE. XMAERERETEEABME, MAMMET ZER
priAeid
FaiER
BRE: SESLTEAMRE, 5minuEiERE
Rz ESRMIRERBRMKARERE, BT/MRmERE

FRARFRERE

1. BESHERIE/RILIESIZA1:3-1:10, XFF1kbA THIFEREZ ISR 1:309EL ), 1kbid E
B R B ER 1 TRIEE B .
2. ERIERK RS ENAAETTRNERREMFBERKERITERLERIE. BARE
AE, TREUTANNERITHE:
BANRBRENg = (3~10)xw X HEAEng
HKE
EERERZ 35 ngiyEifl, REK/NMYPCRE=YISREMNEZFHIINT:
PCRFE=YIKE (bp) =ERERE (ng)
700 bp 25 ng
2000 bp 165 ng
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— ERmEEFE:
* BTRREMADNAR B> £ AT FRIEHIPCR=MH ST .
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R OB S HITEL, BESHRNERILSE “FARRRERE” HNE.
1. RETRHNABTELENBOEPMASFHRS

BHPCRE R X ul

pLB Vector (35 ng/ub) 1ul

2 X Reaction Solution 5yl

T4 DNA Ligase (3 U/uD 1l
ddH,O M EZE10

BEBOEMRARNME, BER3-5sec,

2. BEERMNEMEER (22°C) K5 min. REEHRE, BB OEETkLE, #ITHEE
R R R -
AR MRBARERREXT3 kb, TJLUR R BB R KE K E30 min.

Z. HERmEEAE:
+ [l FTaq DNA Polymeraseg 45 Taq DNA PolymerasefJiB SEEF= £ /I3” HHEsARPCR
bt : o -
* MRPCR&™YRIGHIGIARIAR, HERMERREETE.
* AFEDERTHRGERNTESERS 53 HERHIKHDONARE, EHEFIDNA
RFERNERFEERR AT ZHTER, BE5RENERESE “RERBEER

27 KN,




1. RETRENABTELENSOERMASHRS, #TFIRLRE.

Insert DNA Xul

2 X Reaction Solution 5l

Blunting Enzyme 0.5 ul
ddH,0 GYE

BB LELURAIRMNE, |EEI3-5 sec,

2. BRERMKEETF20°C K2 min, SRFETF70°C M5 min, HEKEEESE.

3. EFimUAIRERFRPINTII MRS

RS i R

pLB Vector (35 ng/pl)

1ul

T4 DNA Ligase (3 U/ul)

1ul

4. BREREKEFER (22°c) RAS5 min, REERE, BELEEFKL,

HIRE L R R .

AR MRBARERREXT3 kb, TTLUR R BB )& KE R E30 min.

Popiion o]
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1. BERTROABELAMNBOERMANETRS, #HITERERE.

H A5 3

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

ddH,0 YEEX

BEEHNBELOELEINERY, EESEI3-5sec.

HITIEE

2. WRARNKRET20'C K2 min, AFETF70°CRES min, KMEKLEERA.

3. EFimUAREARFRPIMNTII A
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pLB Vector (35 ng/ul) 1l
T4 DNA Ligase (3 U/ul) 1 ul

BHELEURIREE, FEHL3-5sec.

4 WRAERMEEFER (220) RES mn. REGRRE, BEOEEFKL, #TEL
0L 28 s

it

1. HEAHETEBRLRE00 ug/mIEILBTRAHET. BEMMBEESTC, EDFM0
min,

2. ®ik
a. BB EEF=HInZEI50-100 ul TOP10RZ A4t (B 2540 M Rz RI A -70°C ok #5 BY

HBFkin £, HRIRRRIMNERZESY, EEFYRIMNETBERZSHM R
BH+oz—) , B8RS, KiB30 min (LERHEERBZERNpUCIIE S H#L
BEASMAIE AT BENELRE, 1501 ng pUCIIMAS—REZSEmEH, H
REOBRETBESEREFYNERLTRESHIT) .
BEOEETF42°CIEIR0 sec, BRHERIIAEFKBPRME2-3 min, HEAERE
HBELE.
EEOEHRIMAN250-500 pl 37°CHMMILB (FEER) EFE, 150 rpm, 37°CiR
HiEFR45 min, BRRERN LHEXHMERICERRE, FRES5.
BEEOEPHREERES, W00 pmBEEFSBEZMIBEMIREEFREL, AL
BT LEEREBHERS SR, FERERATEE, &R, 37CiER12-
16 h,
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1. EHEN: BERREZEEMN1-5 ml LBIERE (FFLIREA100 ygmETEFEER)
EHRE, ICERRZGEFEIR, REEMGRIGRN, NAPCRIYEIIAELERAN
FEREEMR.

Control Insert DNARJPCREE, EFS5E MU T RME&HE:
95°C 2 min
94°c 30 sec
60°Cc 30 sec ] 30 cycles
72°c 30 sec
72°C 5 min
4°C o
2. PRET. BRENEE BB TPCRIGN (AEFERDFREEZR -
3. MFERE: ERAEMIRESEHITNTHEERBHITFIIRINE.

ABEW BSUERAFAFEZHEZLIEEN.

1. S TE B AR R B IR RIS B, 720 I SR AT L

2. ENETHMNEESY, EHRREEERENIMN, RORLENEETR.

3. REAETRIERGSRIEENTE. MEKNONARERS, TREDBELTYH
HER: RZ. WELAMDNAREE D, TTEN200-300 pik L= fm TR, MBEFITH
SpEkh, AEIEL (4000 rpm, 2 min) ERBISEER, GTERMEELET
HREEEAHT— TR CAARRNERTETACRE, MER RS LEES
SO UEE FHRRER SRR

pLB VectorilliF=5 |4

pLB vector
Forward Sequencing Primer, 23-mer | 5’ -CGACTCACTATAGGGAGAGCGGC-3’
pLB vector
Reverse Sequencing Primer, 24-mer | 5° -AAGAACATCGATTTTCCATGGCAG-3’




pLB VectorHif

Notl
Eco52|
Bglll
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 [ZHJNL 4T
Glu Leu Lys Glu Ala Leu
Btgl

Eco1301
Ncol

Eco52|

— L nNotl
5’ GGC GEAWATANCGANCTCHACTWATANGGE 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

Rk %

FRAEFRA10 piEiR, 5 uIp) R AR R AEENS1

REFHIZR, KFIAERSE.







