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BAS: VT140514

Lethal Based Fast Cloning Kit
(without MCS)

PLBEERRERERIE

(AE&MCS)
BES: VT206
FRATE
VT206-01
=1
FEERAR (20 pi)
pLB-Simple Vector (35 ng/ pl) 20 ul
T4 DNA Ligase (3 U/ pl) 20 pl
2xReaction Solution 100 pl
Blunting Enzyme 10 pl
LB-Simple
P mp 200 pl
Forward Sequencing Primer (10 uM)
LB-Simple
P P 200 pl
Reverse Sequencing Primer (10 uM)
Control Insert DNA (700 bp, 50 ng/ ul) 10 pl
ddH,O 1ml
RERMG

EHAAEET-20CREF, BRREFRM.

AFERXERTHER. BORTES. WKET. RREALRGETRE,



P ERiE ST

PLBEE S MEZEIXFE (REMCS) E—MAMEERTERSE, TIUSHTTE S
PCREMFAMEMAT ERIHIMEMERIHHIDNARE . ZIRFIZ 348 (L S AEBER (L HIDNA K
BREER. PRMEREATEN H BIER(UES minBI Al HKSBIT95% MRt EA K. hma
BRIEFENESHE (0. Pfu Polymerase) ¥ i8R FRisPCRE AT EHEN B
HAREEEHRESE (M. Taq Polymerase) SR SERESYY EMPCREMIEEENE
R FIZR A HIZEDNAT R L ERFTR IS F IR (7 min) BIF[. EEFYRTEEEL
# RN X R E K.

INFIERE— N ERR B A BY PR L #E S BE 2 fkpLB-simple Vector. ZEHEEBHILE
H, ZEMASABANMNERESSIEERKE, REIBERLTEARNBARET EFER
MErEEY%. MBSHLEpLB-simple VectorRiZHIEHHER (XIMRREEN) , B
BRERGFEMME. XMPAEMERBITEEANME, MAMME T TEHEHRE.

PR

BHRE: TESAFEAMMIE, 5 miniEEE
Rz EGMRERABRMKABER, E6F/MRREER
FTERENMR: HREEFBITSINBY AT S

FRRBRERE

1. HEE5FEBRRERILEFIZE:3-1:10, 3TF1kbIA TR F BREINER 1:309LL 6], 1kbi E
B R R IER 1 THILE 5.
2. FIRERREAREIN T AETRNERREMFRKERTERERIL. BARER
B, MiREULATAERITH:
BARBAEng = (3~10)X w X E A Eng
K E
EREZR 35 ngiyEKR, REXNMIPCREMREMNEZEFGIINT:
PCR™=#14E (bp) RENEAE (ng)
700 bp 25ng
2000 bp 165 ng




ERAZE UTHSREECEERE TIRE

— ERmEEFE:
- BTRREMADNAR B> £ AT FRIKHIPCR=MH ST
- BHEMTHAR ST LR ERIBIPCREYETRIER, HEHITERL, FR
“HERIRERAE -
s AT EMER T EREME R TIEE S £ R T RIGHIDNAR R, EHEAIDNA B A IRAE
R OB FIZHITEW, BESHRNERILSE “FRRRERE” HNE.
1. RETRHNABTELENBOEPMA SRS

HHPCRE Xl

pLB-Simple Vector (35 ng/ul) 1ul

2 X Reaction Solution 5ul

T4 DNA Ligase (3 U/uD 1l
ddH,0 EE10 I

EHEOERSRMR, EEEID3-5 sec,
2. BRERMEMERR (22°c) RS min, REERE, BELEBETKE, H#HITHEE
BRI R -
AR WRBARBIREXT3 kb, tJLUE R R E&XKEREI min,
Z. thMEREmEEA A
» A} FTaq DNA Polymerase=f &5 Taq DNA PolymerasefJ;B & B~ £ 137 iniFARPCR
PRI .
* WRPCRE=MRIRHIGHARIAR, HERAMERIRERETE.
s AFEMER THRRSEATIEESERS 3 HHERHHAIDNARE, ZE#ERIDNA
RN {ERFREEREE BRI Z#TEY, BiE5HENERILSE “RERFBRER

2”7 BN,




1. RETRNABTELFENSOERMASHRS, HETFRLRE.

HMRLT i R

Insert DNA Xyl

2 X Reaction Solution 5l

Blunting Enzyme 0.5 ul
ddH,0 *HEE8

FHEOELEAREE, GEBN3-5 sec.
2. WRSREMET20C K2 min, KEETF70°CRRS min, HEEK EGEAH.
3. TR AR RN TS

RS ik #

pLB-Simple Vector (35 ng/ pl) 1ul

T4 DNA Ligase (3 U/ ul) 1ul

4. BRERMNKEFER (22°c) k5 min. RMNERE, BELEETFKE, #ITELE
B R R -

AR WRBARBAREXT3 kb, SRR REE)&RXERE30 min.

Popik o)

K TT ik FRE MR i .
1. BETRNABTELFENSOERMAEIHRS, HEITFRLRE.

HRA 5y A
Control Insert DNA (700 bp, 50 ng/ pl) 0.5 pl
2xReaction Solution 5yl
Blunting Enzyme 0.5 pl
ddH,0 XA

REZMHBOELLRIANRTY, HEHED3-5 sec,
2. BRERNMRET20CRE2 min, AFEF70°C RS min, MK LEELE.
3. AR R AR PN TR S




HMBL S 1 7R

pLB-Simple Vector(35 ng/ul) 1l
T4 DNA Ligase(3 U/ul) 1l

BEBELERIRNRK, FEHILD3-5sec.
4. BRERNKEFER (22°C) RE5 min. REERE, BEOEETF kL, #I1TELE

By L R B -

it

1. HBEEFERTEERLRE100 pyg/mFILBIRIEEFR . HFERMEEITC, EDFH#H20
min,

2. %k
a. BUEREHEF=YIANZEI50-100 ul TOP10RZ A4t (352 2540 M Rz R M-70°C ok #5 Y

HBFokin £, FHRIRREINNERZESY, EEFYRNIMNETBERZ SR
B+ z—) , BH#ES, 7KiE30 min (LEREERBBERApUCIIRE S
RSB A X RN ERE, 1501 ng pUCIIMMA B—REBZFAAME D, H
FHRESBESERFYNELSBRSHET) .
BEOEETF42°CIEIR0 sec, BRHERIIAEFKiBAFME2-3 min, HEARERE
HBELE.
EEOEHRIAN250-500 pl 37°CHHFAMLB (FEIER) EFE, 150 rpm, 37°CHk
HiEFR45 min, BRI ERN LHEXKMERICERRE, FRES5.
BEOERHREGRES, WRE100 pmElEE TS BEXMIBEMIRIEEFREL, AX
ENESLHEEERNGHERS SR . FERRETRRE, BETR, 37CEFR12-
16 h,




2.
3.

EAEN: HEIMNEEEMN1-5 m LB (EFLIREAH100 yg/mBEFREFEER) EF
&, STCEARAHERIR, REAMGRIGYN, NAPCREEYIAELEEBANRER
=RER.
Control Insert DNARJPCREE, EFS5E MU T RME4:

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
PREHET . BRENE & HHEHITPCRIEN (RUAZENSFREE=MD .
MEFETE: FEREMIREF EZHITHT B EEFHITFIIHINE .

ABREI AHUECARAHNEZAERLTEESR.

1.
2.
3.

BUdiRPEAMBRBREMRRIEELEN, EXRHAEENATIABERR.
BB TR EEY, EHAREFERENI, BOFLENESLR.
RTAETMREEFIEFEHENEAZ. WELKNDNAZRER S, TRESERL~DR
BER: k2, MEAHKIDNAZER /D, TIEN200-300 W W =4af TR, MRFIHHY
SRR, @R (4000 rpm, 2 min) FRERESIERR, BTEENERERZ
HERHERT T -1 ERFT GRERRNERTET4CRE, MRRXENELERY
AT LU R TR B R R B HRESRRD -

pLB-Simple Vectorll|F5 |4

pLB-SImple vector
. . 5'- CGACTCACTATAGGGAGAGCGTC -3'
Forward Sequencing Primer, 23-mer

pLB-SImple vector
. . 5'- AAGAACATCGCTTTTCGATGGCAG -3'
Reverse Sequencing Primer, 24-mer




pLB-simple Vector[®i%

blunt-end
PCR product

pLB-Simple Vector
2974 bp

Placuvs

forward sequencing primer, 23-mer

T7 transcription start
T7 promoter —
5’ GGC GITA ATA CGA CTC ACT ATA GGG AGA GCG TCC GCC GGA TCT CCC GGATG

3’ CCG CAT TAT GCT GAG TGA TAT ccc TcT CGC AGG CGG CCT AGA GGG CCT AC
Ala Tyr Tyr Ser Glu Ser Tyr Pro Ser Arg Gly Gly Ser Arg Gly Ser Pro

G TTC GAG TTT TTC AGC AAG AT [MIZIH A TCT CTC TAG CAG GTC TCC
C AAG CTC AAA AAG TCG TTC TA [JHfI{lTE T AGA GAG ATC GTC CAG AGG

Glu Leu Lys Glu Ala Leu Arg Glu Leu Leu Asp Gly

TAC AAT ATT CTC AGC TGC CAT CGA AAA GCG ATG 11c TTC T 3’
ATG TTA TAA GAG TCG ACG GTA GCT TTT CGC TAC aag aac a 57
Val lle Asn Glu Ala Ala Met Ser Phe Arg His Glu Glu

| reverse sequencing primer, 24=mer

Rk %
FRAEERA10 pER, 5 IR R AR WEERSRIFIZER, KARAERE.







