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Lethal Based Fast Cloning Kit
pLBEERREREHATIZ

BRS: VT205

FRAE
VT205-01

= antlRE (20 pl)

pLB Vector (35 ng/pl) 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 pM) & éOO pl

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

ddH,0 Ny 1 ml
RIFFHE

EERAIEET-30~-15CRIRE—F. BRRSFat.

AEREERHER. BRTES. [RHRET. EaEtaaFRiE.
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pLBEE RMERER TSR —MAMRZFERIERS, FASHEEEMPCRAYME
A EFFARGIRMEARBAIDNAR B . ZIX I % BB L L IF BB (L IDNAK B 2R B 3. BA
MR EEAFEN B EIERENES minBI AR 1521305 % PR EA R ME. AEBRIEFEMERN
RAB (40: Pfu Polymerase) i B EARMPCRAYAIEEENEH K. AXKERFMY
KRB EES (I0: Taq Polymerase) =kBE&EEE &Y EMPCR~AYIEEEAIE AR SEHE
BUFAFEE DNA R LEEHHTRIB R (7 min) ENTl. SEESY AT EEZEECEROABIT
EE.

A SR E— IR ED A AL PR M £ 5 2 A pLB Vector. ZHEFSHHIEER (H
EERBEULR) , ZREBUSBANMNERERSIEEESTE, BREAELTEHRNN
MEF REFEERRERE. ME S EAPLB VectorRIARIEMENHER (TFEREE
A, BUBRRETAFATEEN. XHMIAMFERETEEANFE, RARMET 2EF
iR
PSS
BHRE: THREFEAKFIE, 5mintRiEiEE
REIZ: EAKKEREMKREERE, S&TMRRER

FRREBERE

1. HESHBRIEREEHIE:3-1:10, T 1kbLA FEY R BZIERM 1:3R9EEH, 1kbid E
B R B E R 1. 780 EE .
2. HIRBARBIKHEI TR ETHONENREF RKERITERERL. BARR
RE, AREUTARERITE:
BARBRKE

BmANFEfEng = (3~10)XW X EHiEHEng

IR Z T35 ngpEHE, TEARDMHPCREMIREMNEZEFINT:
PCRE=#1HE (bp) mEREHAEZ (ng)

700 bp 25 ng
2000 bp 165 ng




ERAZE UTHEREEXTEFETIRE)

—. FRIREERE:
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1. RBTERANSELENECEDMA SIS

HRLRLSY &

BHPCREE X ul

pLB Vector (35 ng/ul) 1 pl

2 X Reaction Solution 5l

T4 DNA Ligase (3 U/ul) 1 pl
ddH.O #EZE10

BHBOEURIRNG, RESL3-5sec.

2. BRERMBEMET22CRES min. RELERRE, BELEETKE, #THREMNEL
KR
FE: MBHAREBREKEATI kb, ATLUEREE&RAERES0 min,

. MERIEERSE:
+ F§FTaq DNA Polymerasezi & & Taq DNA Polymerasef iR S EF = H03° IHHARPCR
PR,
« IRPCRAEMKIHRILEI T EAH, IR MM RmERESE.
s AAEMEHETHRFIEATEES M5 (3" HEXHIRMDONAKEE, EEATDNA
FEE R M AR TR R BT 2 TR, BiASRHEMNERESE “FTRFRER

g7 MT4E.




1. ZRTERNATELENSLEFMASHRS, HITFRERMN.

110909 * ;M

Insert DNA X pl

2 X Reaction Solution 5pl

Blunting Enzyme 0.5 pl
ddH,0 HEES I

BEEOELURS R NR, BEED3-5sec.
2. BEARMNAET20CRRN2 min, SAFET70°CR S5 min, H{EK EFRELSE.
3. EFEImRCEI R B R P IMA TR S

129 % * M

pLB Vector (35 ng/pl) 1l
T4 DNA Ligase (3 U/ul) 1l
4. FRERNAET22CRES min, RELGRRE, BHLEETKLE, HEITRENELR

EE MBENRERKEKXT3 kb, SJLIGRESEIRAMERKES0 min,

UG 75 AR R .
1. ERTFREAZTETENSLEFMASYRS, HITFRERN.

1040 % &M

Control Insert DNA (700 bp, 50 ng/pl) 0.5yl
2 X Reaction Solution 5l
Blunting Enzyme 0.5 pl
ddH,O #EZES pl

BB OELLRINEY, BEBE103-5sec.
2. BEARMNAET20CRRN2 min, AFET70°CRRS5 min, H{EK EFESE.
3. EFEImRCEI R RE RPN TR 5
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pLB Vector (35 ng/ul) 1l
T4 DNA Ligase (3 U/ul) 1l

BREOERSRMMA, BEEL3-5sec.
4 FRARMRET22CRES min. RELRE, BB OEETIKE, HTRENZLR

Bz,
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1. FIZBEFETFTEBRLRE100 pg/mIBILBIRIEHRETR. FFIRHEAEITC, ELMA20

min.

2. ¥k

a.

BSR4 EEFE A4 0E)50-100 pl TOP10REZ AT (BB AHMMEIRIM-70°CAFEEY
HF kAL, SNIRESEINEESY, EEFYHNIMASEREE R ARk

Bo+52Z—) , BHES, K#&30 min (BEFRISEABERERNpUC1IRSEL

RS MER RGN RE, 0.1 ng pUC1IMMAS—RREEEHARED, H

FRERMEP RS ERTYNEAPRERPHT) o

BELEET42°'CIEIEI sec, HEERMEE T KAPME2-3 min, EEITEE
MELE.

EELESIAN250-500 pl 37°CHIFARILB (REHERE) #H5E, 150 rpm. 37°CiR
FIEFR45 min. BERERFERN EEXMRERCERRIE, FEEET.
FEOETHNERRES, WEN00 pinBlEE S SRZMBEHEEEREL, X
BT EERZASAMASST. FEREkETERE, BEFR, 37CHER12-
16 h.
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1. BAREN: HERNEEEM-5 ml LBiEFE (EFEREHR100 po/mPEFREER)
A, TCERKHIEFIR, REEMERIER, LAPCREMYIAELEEEA
FE_REIEMH.

Control Insert DNARIPCREE, EEEUT RN &4
95°C 2 min
94°C 30 sec
60°C 30 sec \‘I 30 cycles
72°C 30 sec
72°C 5 min
4°C oo
2. RN PEENETEEERITPCRIEN (BT ERSTREE=R) .
3. MEFLE: FREARREREZETVSNEERHITFIINE .

EEEN ESHEERTENEZ AR T EER.

1. HUIEREANBREMRRIEELAEN, EREE e I ERE.

2. EWETHEE"Y, EEIPEEETRNHE, RLOTHENEETN.

3. BHmAERIEEESEEENEARE. MELHDNARER S, RELCEEHNTYR
BFH; Rz, WiEEHDNARER D, FTEL200-300 piEE i =447 4R MR
mEER/>, ANEEEL (4000 rpm, 2 min) EREERSEFR, BT EEMEFEET
BEAREHEERAT— I EHES GRHFENERTET4CHRE, IR XEBNELCEER
S LATLUERE TR MRS RR) .

pLB VectorillFE3 |4

pLB Forward Sequencing Primer,

5" -CGACTCACTATAGGGAGAGCGGC-3’
23-mer

pLB Reverse Sequencing Primer,

5 -AAGAACATCGATTTTCCATGGCAG-3’
24-mer




pLB VectorEli&

Notl
Ecob2|
Bglll
Kpn2l
PspXI
Eco88l
Xhol
blunt-end
PCR product
Xbal

Bglll

Bsu15l

forward primer, 23-mer

T7 transcription start ———
T7 promoter Notl ___Bgll Kpn2l

— AW e —net

5' GGC GIAVATAVCGANCTCIACTIATANGEE ~ch 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

Eco8s|
Xhol
PspXl __Xbal = Bgm
G CTC GAG TTT TTC AGC AAG ATRN[MIT'SA TCT TTC TAG AAG ATC TCC
C GAG CTC AAA AAG TCG TTC TA|LILIITRT AGA AAG ATC TTC TAG AGG
Glu Leu Lys Glu Ala Leu Arg Glu Leu Leu Asp Gly
Btgl
Eco1301
Ncol Bsu151

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

reverse sequencing primer, 24-mer

REziE%
TR R N0 AR, 5 MR R R ARG RIFONR, RAAERE.
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PCR. RT-PCR &%l

#%E; DNA. RNA B4t &%
DNA &y FErrE

TRERE, RRRISYHR
HRE M S

HASTEINE

ERREE. KNIREEHEX~R




