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Lethal Based Simple Fast Cloning Kit
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[t 1 (20 pl)
pLB-Simple Vector (35 ng/pl) 20 pl
T4 DNA Ligase 20 pl
2xReaction Solution 100 pl
Blunting Enzyme 10
LB-Simpl
pLE-Simple 200 pl
Forward Primer (10 pM)
LB-Simple
P P 200 pl
Reverse Primer (10 pM)
Control Insert DNA (700 bp) 10 pl
ddH,0 1Tmi
RIFRMH
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pLBEE EREREIXFE (FEMCS) R—MMERRE AL, TUSHEEEHM
PCRAEMIFIE BB TR imsk #1E RImAIDNAF B . 1%k & xt BB 1L s AEBEER (L BFIDNA K
ERERAN. PRMEIRSEFIEN B EEENES minBIAT R SHBIT95% MM ER . HE
ABREEMNESES (40: Pfu Polymerase) # 18H)FEFKixPCRAY AT EIEEN T .
MEKIEEMREAE (W0: Tag Polymerase) =B &EEE AW 1EHPCRME EENE
R 7 & 12 (A0 #4738 EDNAT i L EG #E1T Rk Fim it (7 min) BIE] . SR~ YA HidE i
ERHXBITEE .

B SR E— A0 B A B PR i SR FE 2 (A pLB-simple Vector. ZH S HHEE
H, mRistEANNERBESIEREEKSE, BERERLT SHRNMNMEARE A REFER
AREEE. MESHLAIpLB-simple VectorRIABESMHER (LINEREIRAN) , #Fi
FERFEKRIBITELANE . XA IFEESTTESHFE, BAMMET MEFEHE.

FRiEs

BRRE: THERATEONFE, 5mintiEERR
REIz. E8RREREAKREER, &6 FARRER
ESREMSR: HERFEITSINBA R TIE &

FRREBERE

1. Bk 5K EBMEERLISHIE1:3-1:10, ST 1kbIATRIAERERIEMA1:389E45], 1kbdE
B R B WUER 1: 7TRIEL .
2. IERIEER B SN EITRN EARER R R ERTTERERE. BARER
2, AIREBLT AR AEETE:
o BARBKE _
BANFEEAEng = (3~10)X W X HiEAEng
R D35 ngiiEiF, FRANHPCREMSIEMNERFUT:
PCREHHCE (bp) RIERFERAE (ng)
700 bp 25ng
2000 bp 165 ng




EABE WUTHSRSEXERFTIRE
—. FRIRERESE:
« ATEREMMADNARSE 4+ B ERKIIPCREMM I,

« EREMTHARSES~E MM RIGOPCRA~I#ITRMER, 1BHEL#ITFIRE, ¥R
“HARIRER R .

« K77 EMERFRREMATIEE~E BT RIFAPWDNAREL, EEAIDNAR BRI ERARAR
FERREWOATF 2 TR, SESHRENERLESE “FTRRFRERE” B4,
1. BETERMAFTELENS CEDMASMES

EEPCRE B X pl

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

2 X Reaction Solution 5l

T4 DNA Ligase 1l
ddH,0 A EZE10 pl

BREEOELURSRER, HEED3-5sec.

2. WRARKEHMET22CRES min. REEGRE, BELCEETKE, #ITRENEL
R R

AR MBBARBREEATI kb, ATLUSRREERAERKES0 min,
. MMERIREESE

« [T Taq DNA Polymerasesi & # Tag DNA PolymerasefiE B2 EHI3" iHHARPCR
IR .

* NRPCRA=MARIRBIG AT AT, B RIRERSGE.

« AFEBERTHEREMATIESERS X3 HHRLIMADNAREE, EEFIDNA
RN R RO A ZHITEW, BEESRENERESE “FRRERER

2" BN,




1. BRBTENAFTELENFOCEDTMASMES, #HITRREREAA.

SHRERLSY f&

Insert DNA Xl
2 X Reaction Solution 5l
Blunting Enzyme 0.5l
ddH,0 #HEES I

ZEEONELUROR N, B8 8103-5 sec.
2. BEARNMBEF20CRE2 min, SAFEF70CRES min, MEKLEESE.
3. EFRRCBHREERPMATIIRS

10709 &

pLB-Simple Vector (35 ng/pl) 1l
T4 DNA Ligase 1l
4. WREAERFMEET22'CRES mn. REEFRE, B UEET KL, #TREMZLR
Kz,
AR MREANREKEATI kb, AILUEREERAERE30 min,

LW 75 R RIS ERE.
1. BREBTENAFTELENFOCEDMASMES, #HITPIREREA.

L1109 % &3

Control Insert DNA (700 bp) 0.5yl
2xReaction Solution 5ul
Blunting Enzyme 0.5yl
ddH,0 HEES8 I

BRigmEROELURSIAEY, BEHL3-5sec.
2. WRARNBET20CRE2 min, AEET70'CRES min, MK LFEELA.
3. ETFRILH R EFERPMANTFIRS
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pLB-Simple Vector(35 ng/ul) 1l

T4 DNA Ligase 1ul
BREBOELCRSIRME, BEEL3-5sec.

4. HRERMRET22CRES min. REERRE, BEUCEET KL, #TREMELR

L2314

1. HEEHETESRLREI00 py/mIBLBEAETH . HTRMEEITC, ELHR20
min.

2. %k

a. EUEROEESHINEI50-100 yl TOP10RZ A (27 LRAARE R M -70°CokFEEY
W FkEL, SRR IMNEESY, EEFYHNMAETELREEAME
B+az—) , B#ES, KA30 min (BERIEFERBRIEFRRIpUCI1IFTEL
RESMEERT RIS NEEHME, 1801 ng pUCI1IMMAS—REZHMARES, H
FNRESBSIEECYNRESBRLSHT) .

b. ¥ELEE T42°CIEIR0 sec, BHERIMAE FABHRE2-3 min, HEFERE
HELE.

c. MBELERMA250-500 pl 37CTHRMLB (FEMER) #BHE, 150 pm. 37 CR
HiEE45 min. BRIEFERA EEXMRMEIRCERRE, FREFER.

d. ¥EOEPNERRES, IREN00 pimEl S EFX5BZNIBEFFEREAEL, Ax
BT EREFEMSSRT. SRIRRETIRE, BEFR, 37CLHEF12-
16 h.
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BEHAAN: HERNEEEM-5 m LB (AL REHR100 pg/mPEFSEE) BF
&, VCEARHERIR, REEMERIURN, NMAPCREEYIFEZEEBARE
—2EIEWH.
Control Insert DNARIPCREE, EEEUT R FEH:

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
fRIEAM: PEENETEEIEHITPCRANN (AR FREE=IR) .
MFEE: FRESNRREFEFTNSNEERETFIRME.

AREI FSHEEAFENEZARRT R,

. BUEEERAMRE R BRESVER, 7ESRWEHIEREF A I ERE.

BWET RS EES, AHIREEEILENAY, AOFeENEFRLE.

R AETRESG S EENEE. MEUEHDNARERS, WHEDC SRR
hER; Rz, MELHDNARER D, ATEI200-300 pIFE L =R FiR. NRMITH
SR, ANEEED (4000 rpm, 2 min) ERRESIEFR, ETEEMNEFREST
EFERERT T —TERT GAHFEEHNERATETICHRT, NRRERELEEY
AR LUFR TR BER A AT R AE TR .

pLB-Simple VectorillF5|%)

pLB-Simple vector

. 5'- CGACTCACTATAGGGAGAGCGTC -3'
Forward Primer, 23-mer

pLB-Simple vector

. 5- AAGAACATCGCTTTTCGATGGCAG -3'
Reverse Primer, 24-mer




pLB-simple VectorfEli

blunt-end
PCR product

forward sequencing primer, 23-mer

T7 transcription start
T7 promoter —
57 GCC GTA ATA CGA CTC ACT ATA GGG ACA GCG TCC GCC GGA TCT CCC GGATG
37 CCcG 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 |[IZH A TCT CTC TAG CAG GTC TCC
C AAG CTC AAA AAG TCG TTC TA [JHI LT 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 11t =1c T 37
ATG TTA TAA GAG TCG ACG GTA GCT TTT CGC TAC ang aac a 5

Val lle Asn Glu Ala Ala Met Ser Phe Arg His Glu Glu

reverse sequencing primer, 24-mer
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FOREERJ10 WHAR, 5 IR RIIA Rt EEEUISRIFAORUR, AR ERLE.
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PCR. RT-PCR #%l

#%E: DNA, RNA f B4tk 75
DNA 5 F &5
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