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Lethal Based Simple Fast Cloning Kit

pLBEERIREREIATNZ

(F&MCS)
BRS: VT206

FaRE
VT206-01
e
[T 10 (20 i)
pLB-Simple Vector (35 ng/pl) 20 pl
T4 DNA Ligase '/ go pl
2xReaction Solution 100l
Blunting Enzyme 10 pl
LB-Simpl
P mpie 200 pl
Forward Primer (10 uM)
LB-Simple
P P 200 pl
Reverse Primer (10 uM)
Control Insert DNA (700 bp) 10 pl
ddH,0 1ml
FREFG

HHRFZET-30~-15CAIRE—F. BEREFRM.

AEmUERER. B2RTED. lwFiafr. RRakuadhiE.



FEaiET

PLBEHRRETEXFIZ (FEMCS) B—MEMEFREAS, TUSHESM
PCRAIFIMET A B F R ims M RIGHIDNAR B . ZIRXFI 2% B L S AR BRI AIDNAK
BBAH. PAMEREHEREN R BRIEENES minBI 3R 1581395%R A EHTE. HA
AREFMNESE (0: Pfu Polymerase) # &) FRigPCR™YIA EHEN S PEH 4.
AEKEZEMEAE (W: Taq Polymerase) fRAEIRE A EHPCREMEEZEAE
RIA 7 2R H A AT EDNATIH (L BB TR IS imML (7 min) BIRJ. BRI B
FRNXBITEER.

WF SR G — AR A R AN &R 2 A pLB-simple Vector. ZHFSBEEIEE
H, mEALABEANERRSSIEERSE, BtRAHLT EHRKMMAE A EFER
R EEE. TESLAIpLB-simple VectorRIEBEFMER (TI/MNRFEEN) |, #i
BRHREXGITERIE. XS RETRTEQRRGE, BHAMMET wEmEHRE.

EaiFR

BRRE: TERLTEAMME, 5minfiEEs
RBIE: EARRE R BRAKH RER, B4 PARRER
ESREMR: HEEFATSINSL AT

FRRERERE

1. Bk 5 A BRI ERICIEHIE:3-1:10, *F1kbLA FEYF EREIUE A 1:360EE 41, 1kbll £
B A ERBINE R 1: 7RV

2. IERIBEITE K E D N NS RRE A EAKERITEHEERL., BHAREK
A&, AREBLTATHEETE:

o BARBKE
HANFEHEng = (3~10) X W X #iikAEng
EEAFEBIS nglIHiE, FEKRNMHPCREYISREMNEZEFINT:

PCR™=#1HE (bp) REMNERAE (ng)
700 bp 25ng
2000 bp 165 ng




ERAE UTHEREEXTEFETIRE)

—. FRIREERE:
* ATEREMMADNARSE LM AFERIRHPCRHMZIE.
+ ZEREMHTAR AR S RGRNPCRAY#HTRIER, HA#TRRK, E1
“FERIREES L .
« A EMER T HREIEAYEE~ N ERIBHIDNARE, ZEEATDNAR R E A Ik
REER ORI SHTEN, HESHFENERLESE “TRAFRERE” ON4E.
1. RBTERANSELENECEDMA SIS

HRERL S &

BHIPCRE B X ul

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

2 X Reaction Solution 5l

T4 DNA Ligase 1 pl
ddH,0 #EZE10

ZEOELURSRNE, BEBEI03-5sec.
2. WRARNAMET22CRES mn. RMERE, BEUOEBETKE, #ITREMNEL
RE.
R MBEANRBEKEKXTS kb, TLUERFEERAZERES0 min,
. MERIRERESE:
+ FiFTaq DNA Polymerasesi & & Taq DNA PolymerasefiE S EF 2 H03° IHHARPCR
PR E.
« IRPCRAEMKIHRILEI T EAH, IR MM RmERESE.

« R EMERTHRFMERTIEE~EMS 53’ HHRHIHADNARE, EEFIDNA
kB REERRREWST SR ITEY, HiFES5RRNERESE “FRAFRER
2" HN4E.




1. ZRTERNATELENSLEFMASHRS, HITFRERMN.

L1109 %, * M

Insert DNA X pl
2 X Reaction Solution 5pl
Blunting Enzyme 0.5 pl
ddH,0 HEES I

BWELELURAR MR, BEEI03-5 sec.
2. FRARMEEET20CR 2 min, $AFET70°CRMS5 min, BIEK ERESAN.
3. EFERCEI R RR R AP IMA TR S

L1090 %, * M

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

T4 DNA Ligase 1 pl

4. WRARKNBET22'CRES min. REZERRE, BEOEET KL, #HITRENELR
AR MRENRBKEATI kb, AILUEREEEIRAERE30 min,

SKEE T IR R IR R
1. ERTRNARTELTENSOEFMASIRS, HTRRERN.
{HpRRE S &=
Control Insert DNA (700 bp) 0.5l
2xReaction Solution 5ul
Blunting Enzyme 0.5 pl
ddH,0 2= pl

BB OELIRSINEY, BE5103-5 sec.
2. FRARMEET20CR 2 min, $AEET70°CRES5 min, BIEK ERESAN.

3. EPIREHREERFMANTIIRSS




HRLRL S &

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

T4 DNA Ligase 1l
BEELELURSIRE®E, REHED3-5sec.

4. BRERNEET22'CRES min. RENERGE, BEOCEETXKE, #FITRENELR

¥t
1. FIBEBETEERLRE100 pg/mIBILBIRIEHRETR. - FHRHEAEITC, ELMA20

min.
2. #E{f

a. EUERSMEEFIMEI50-100 pl TOP10RE S (B AHRERIRIM-70°CkFEEY
HBFkE L, SRR NEE=Y, EEFYHNINAERESRZSMmE
PMt+az—) , BHEES, 7ki#30 min (HERHEFERIBERARPpUC19FEEEE
RREMBAIERIT RIS HE, 50.1 ng pUCIIIMAB—RRESEMMEDH, H
FHRES B SIEESYNRLCTERED#T) -

b. ¥ELEE T42°CIER0 sec, BEERMAEF KA PHE2-3 min, HEFEE
MBELE.

c. EBELEPRIMA250-500 pl 37CTHAKLE (FERER) 54, 150 rpm. 37CiR
HEFF45 min. BMRFERF EEXNRMFEERRE, FEEER.

d. ¥ELEPNERES, W00 pmElEEFTSERNLBEFRAEEREL, X
ENTABERENGEMISRT. FERRETIRE, BEFR, 37 CiEF12-
16 h.
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1.

BN HEINETEER1-5 ml LB (FBXKREA100 pg/mEFEEER) 15
#, STCERRFEFAETR, REAMSRNAL, NAPCRUBAELEERBANRE
=HIEH.
Control Insert DNARIPCREE, EEEUT RN &4

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
IR : PEEEEEEHITPCRIEN (BESFERNATFREFE=IR) -
MFF%E: EAEMANRESZHTHLHEERHTFIIRME.

ARED ASYEERSETEZ MRS,

. BUEEEARAREREESCEN, S s LIS ERE.

BB T EESY, FRUREERERERAE, B AHENESN.

BT AEAREEASEIEEN AR . WELHNDNARER S, THELEE LTS
R Rz, MEECHDNAREER D, FIEI200-300 plEEib=40iam Fik. MRt
BEERD, ANEEELD (4000 rpm, 2 min) EWREBEISIEFR, BTERMEREET
BHREHERST—PMERF GRHARESNEGTET4CHRET, MRRXBNEEERER
AT ROE R TR R R MBEE 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 promater

—
5’ GGC GTA ATA CGA CTC ACT ATA GGG AGA GCG TCC GCC GGA TCT CCC GGATG
3’ CccG CAT TAT GCT GAG TGA TAT ccc Tct CGC AGGCGG 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 I A TCT CTC TAG CAG GTC TCC
C AAG CTC AAA AAG TCG TTC TA [JHfI{1[1] 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 r11c 17e T 37
ATG TTA TAA GAG TCG ACG GTA GCT TTT CGC TAC aac aac & 57

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

reverse sequencing primer, 24-mer

R Rz{k %
SRR N0 AR, 5 MR R RBAERGRIFIONR, RAERE.
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PCR. RT-PCR &%l

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

TRERE, RRRISYHR
HRE M S

HASTEINE

ERREE. KNIREEHEX~R




