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Lethal Based Fast Cloning Kit
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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 uM) 200 pl

pLB Reverse Sequencing Primer (10 uM) 200 pl

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

ddH,O 1ml
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pLBEE RREZERXT G —MAMEETERE, FTUSHMESMPCR™FIE
MEBFRIHTHREMERGHIDNAR B IZIRX 23T 482 (L Sk AR ER (L FIDNAF Er 80 B %L B
MR AFIRN B BOERNEES minBI RT3k 5813 95%AIPAM ELHEME . BEBKIEFRMEN
BE4&Es (4n: Pfu Polymerase) # 18A)FERIHPCRAY A HIZENTEL K. BTKRIEREM
BRIEEAEE (IN: Taq Polymerase) B\EE&HEGRE &4 EAVPCREYIE EERE HiIXFI SR M
HO TS EDNAFE IR L EE 1T R IR iRk (7 min) BDW. &40 B E RN KBT
EE k.

SR — N HA R A BLPAME A 5T B2 A pLB Vector. ZEAEBBEERE (W
BEREMR) , TREBASHENMNERESSIEEREKE, BABHLT EHRNAN
MEA BB EES. MHSHLHMPLB VectorRAH M BMHER (KINER IR
AN, BUBEREXGTEMAE. XA IHE R T FEABFE, BRAMMIET 5
i m
ERRE: TEREFEABFIE, 5mintiEER

RYIZ. BRRKERRMKFRER, 6 FHAKRIRER

FRREBERE

1. HIRSHERMERILIESIZA1:3-1:10, WF1kbATHIR EREIUER1:30EL 5], 1kbIA E
R R BRI E 1 TR L 451
2. FIREERRE AR ENDAAETRNEAREMABRKERITERLERIL. BARE
RE, AIRBUTANERITE:
. BARBRKE _
AR ERAEng = (3~10)XW X & AFAZEng
HEEA R H35 nglE iR, FEIX/NHIPCREYIREMANEZEFIINT :
PCRE#HKE (bp) =EHNFERAZE (ng)
700 bp 25 ng
2000 bp 165 ng

pLB VectorEitk

Notl
Eco52|
Bglll

Kpn2l
PspXI
Eco88l
Xhol
blunt-end

PCR product
Xbal

Bglll

Btgl

Eco130I

Ncol
Bsu15I

pLB Vector
2974 bp

forward sequencing primer, 23-mer

Eco52I

7 iption start
T7 promoter Notl Bglll Kpn2l

r—?
5’ GGC GIAVATA CGA CTC ACT ATA GGG AcA GCG GCC GCC AGA TCT TCC GGA TG
3’ CCG CAT TAT GCT GAG TGA TAT ccc 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 — Xoal g
G CTC GAG TTT TTC AGC AAG ATPULEIIMA TCT TTC TAG AAG ATC TCC
C GAG CTC AAA AAG TCG TTC TA HLIIMYT AGA AAG ATC TTC TAG AGG
Glu Leu Lys Glu Ala Leu Arg Glu Leu Leu Asp Gly
Btal
Eco130I
Ncol Bsu15l

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

reverse sequencing primer, 24=mer
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1.

ERRN: FERMEEEMN-5 ml LBIEFRE (EHLREAR100 ug/mEFTEEER)
ERE, SVCERRHERTR, REAMEIRIRY, NAPCREYIGELERA
FEREBIEM.
Control Insert DNARJPCREE, HEEE TR FH:

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
RN : PRENETR EIEH#HITPCRIGN (BASELS FRMEE=M) .
MFEE: ERENRRIRRSEZHITUSHNEERHITHRIIRME.

AEEN AESYECERTETZZARRILEEEN,

HUAERRERMBREHNRRIESLEN, ER0EIERA AT HERE.
BB T, ERESY, ARIRERLENAE, RO LENES IR
BREAETRELGAIEIEENLBE. NWEHHDNARER S, ATRELEHNYR
WEW; Rz, WEHLAIDNAZERD, AJEN200-300 pIEEL A= 9iaTm TR anRTITHY
TREBD, WEEELD (4000 rpm, 2 min) ERBISEFR, BTEENEFEET
BEAREEERGT IRy CRHERANERAIET4CHRE, MRXBRZLEER
BORILUER T HERERHHAEFRRD .

pLB VectorillF35|4

pLB Forward Sequencing Primer,

5" -CGACTCACTATAGGGAGAGCGGC-3’
23-mer

pLB Reverse Sequencing Primer,

5" -AAGAACATCGATTTTCCATGGCAG-3’
24-mer

EABE UTHSRIEEXER A TIRE)
—. PRIRERESE:

- BT REMMADNAREGEE~H WA B FRinHIPCRAIHI 5 /.

« BHREMTHTAR A E R R EHPCRAEMIFITRER, FAHITRHEL, ¥R
“FERIEIETTE” .

« K77 AR ER T HRE AT~ £ R T RIGHIDNAR B, ZEHERTDNAF BN € M ERAE
PR BRI SRTEY, HiAESRBRHERILLEE “TRRRERE” HWNE.

1. RETROABTELENELOEPMANZFR D

LHRERLSY &

HEIPCRAE& Xl

pLB Vector (35 ng/ul) 1l

2 X Reaction Solution 5l

T4 DNA Ligase (3 U/ul) 1l
ddH,0 P EZE10

BEBOELURCIRNR, BEBE03-5sec.

2. WRERNBMET22CRES min. REERGE, #$EOEETKE, HITEEMNEK

KRR
AR MRENRERKEKRT3 kb, AR BESiEHRAELRKES0 min,

=, MeMERIRERES !

+ FiF Taq DNA Polymerases} & A Taq DNA PolymerasedI;R B8 = HI3’ imARPCR
PR S BE .

« NRPCRAEMIKIRIVEE T ERH, FEERAMMERIBERS .

« KA MERTHRRFIMEATIESERS 3 HEREHHIDNARE, HEERDNA
FERNERFREEREEWAT ZHITEY, BASHRENERESE “TRFERER

2” HN4A.
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RETRONASELENS OEPMAEMR S, HITERURN.

{HRERLSY X

Insert DNA Xul
2 X Reaction Solution 5l
Blunting Enzyme 0.5 pl
ddH,0 AEES I

ZEMELELURSRNIR, BEEID3-5sec.
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EFim R R AR P INTFIRL Y

{HRERLSY &3

pLB Vector (35 ng/pl)

. WRARMKBET20CRE2 min, ARET70CRES min, MEKERE

1l

T4 DNA Ligase (3 U/ul)

1ul

N

W o

AR MRENRERIKEXRT3 kb, FILER BESiEHRAELRES0 min,

FHIRSEIE

ST AR R Im & .

. WRARNKET22CRES min. REGRGE, BELUEETKLE, #ITEENELR

1. BRTIROAZTELENBOERMASHS, HITHRERE,

LHRKRLSY X

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

REEHBEOELURSIRNEY, HEEL3-5sec.

2. BRARNKET20CKRE2 min, REETFT70CRES min, MEKEFERA

3. EFIRLH R R E RPN TEIRLSY

LHRERY 53 X

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

ZEEOERIRMR, BEEI03-5 sec.
4. BRAERNRET22 CRNS mn. REZERRE, BEOEETKE, #ITRENELR

Y o

L3344

1. HEABRFEBRERE00 yg/mIPLBRAETAR. ¥ EARMBEASTC, ELTM20
min.

2. ¥k

a. BUEBOIEREHIMNEIS50-100 pl TOP10EZ MM b (R ASLHMRRNIM-70°CakFEEY
HFkEL, SRRRFEERIMNEESY, EEFYHNINAEREIRZSAME
B+52—) , BEES, KA&30 min (BWERHEERBIZENEBRRIpUC19EP L
RREAMIEDI RIS ENHNE, 150.1 ng pUCIIMAS—AREZEAMED, H
RRES R EEERSTYNERCTERP#HIT) .

b. HELEET42°CIEIRI0 sec, MEERIMAE T K BFHE2-3 min, HEFEE
HMBEUE.

5745 min.e BRRERK LEXMIMIRCERRE, FEAE.

d. ¥EOEPHEZRES, WE100 Wl S8 FXEERMBEHIREEREL, X
EHE AR ERRIEERNSRTT. HRREETERRE, BEFIR, 37CHEHR12-
16 h.




