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- ER7T4 Simple-BluntiuEse it A& Zero Background ZT4 Simple-Blunt Fast Cloning Kit

W R
AR ZC208-1(207%) | ZC208-2(607X)
ZT4 Simple-Blunt Vector (35ng/ul) 20ul 3X20pul
5 X Quick Ligation Buffer 40ul 3X40ul
T4 DNA Ligase (5 Weiss Units/ul) 20l 3X20pul
877bp Control Insert (50ng/ul) 5ul 5ul
1 X E%PCR MasterMix (ZT4 Simple-Blunt3 |44) iml 3X1ml
ZT4 Simple Forward Primer 100ul 300ul
ZT4 Simple Reverse Primer 100pl 300pl
7E: 5XQuick Ligation Buffer ZEfRHHE T, BRIBEMEIE, 50°CHIHASMIn

ERITEEBME, RHRIEER, FRMERMR.

7. 20°CEVRELF,

[ il

FESRZT4 Simple-BluntZEIXFIZ(FEMCS) B T I FBFRIHDNAF BEPCR
FIEFEYEITSRREN—MENFER S ZRERHEAEE— I EETER, HBH
DNAR BB NTE R (LY, ZBGEERMIRE, MXHENBNS BN TREAS LK
REBEE, TEIMNPTGRX-Gal#{THEADIfHE, TofZAMRBIT95%,

W B R

X BRI ERERE

LIBANRERBVES: FRIKPCRY BTG TR &

1) 4 EEERIRIEEEREXIRALEWERNAER (BIICRERING TR
HEF BRI, BRONARGIERIERRL) o AR NEIRIEEEKDNAR
Wi = sV EDNAFIAR L IR & BT AT 70bp LA ERIDNAF R B R EF [l R

2) RESRE: HEBERRT, REL4EMBARBRHATHEHAEE, —RIMFS
AR BRBEREMAELL~110 BRI USRI RIFER, WERAS HERE/RILIESIE
1:3~1:72208)o

10ulERAERT, FEMABARBRNESE5REHBGEENT:

wAFERARN (bp)

#ERAZE (ng)

FREAUERE (ng/ul)

100-1000 10-100 >5
1000-2000 100-200 >10
2000-5000 200-400 >15
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2. EBRMN: (10pRFZIER)
1) REAZLAMER#HT:

5 X Quick Ligation Buffer 2ul

/T4 Simple-Blunt Vector 1ul

L ERYTFIRDNAFT B /2 & 1ul 877bp control Xul

T4 DNA Ligase (5 Weiss Units/ul) 1l
KEK HEZE10ul

Final Volume 10ul

s : RERAE, "ET4 DNA Ligasef5 X Quick Ligation Bufferi&1:2Lb SR &1
SEER, -20°CRT7F, AIMRELD60RMIR SRR,

mzEiRifE, Blopl BRBREVITRSIHERHERES, MERNELRERSE
R OB

A RERSULARIERE, SRORRBLLEGIRFEMER, ERRHEA NG,

2) 20~30°CERIEHRES-10 45H,

A WEF22°CIERES-1098 , >3kbKEBIEEFTUEKE30S#H. FEBIZ305
M, BIrTRERERLTFHRE. BRUFTEPCR ATTH,

3) EE YR B R S ARSI FF-20°Co

F ERERITRSEMNE, JLEEESYEREE Tk EER.

X ERTEASTHE

1.5 (BB ERZAWBPBIRE)

1) MAA—5ul EZR (BZSHMENNIM-T0°CRFEEE BT AR L, FRINERR
BINNEESY), EEFYNMASENSBE RS SABATRNLN0) , BRES. K
ERE30 Fh.

2) 42°CHAGBRIEO0FD, K EME2~397 %, HETREENBELE.

3) #0250-500ul LB SOCIEFR(REMAER), 37°C 180rpmiRSH1EF30-609) Fo

4) ¥150-250ul AECRFBERFTEER(100ug/ml)FiR L. FERETETERE, &
B, 37°CEEF12- 16 hidR, (NEBEIRZZRE, 4000pmB.L12H, Figilo Lk
7B, REE100-150pl, HeeSF A, BNeMEEFIR, BrdR. )

2. fmidk:

B FRTRIRERE:

FEEAMEREYS, —RERT, JLOAZIFRWEIFE, RESKHRNETE
EE (FRSEMNEHE, RUFHELARELXD) , EXRESEN. ALLENAE

A 3kbEYER T Al AN A EE KL 2T E RN 02
dhitk: JbREEX i rhReRlE  #64E: 100085 N



'2? L2774 Simple-BluntiE e &itFI& Zero Background ZT4 Simple-Blunt Fast Cloning Kit

1) BHRMN: BEINEEEML-5 ml LB (BBLRENLOug /m WEFEE

G
R) BRE, T CEKIRZBFRIR, REEMERBURN, WHAPCR A EER
BAR RS IF .
2) RGN BREVESEEEHTPCRAN (I MO FrefEE3 RA) -
OB A BB EEIOUTLE KT, B
@HUULE AT 20ul BT&PCR MasterMix{s R st TP TR R T
BEPCRRMMARS R &4

94°C 5min BRIER 1ul
94°C 15s B PCR MasterMix(ZT4 Simple-Blunt3|#)) 20ul
55°C 20s 30 cycles

72°C X min*

72°C 5-10min  *RIBF B A/NFEERETIEl, #IEEEI4kb/min.
) MEPLEE: OEM: HAEFEE®ZT4 Simple Forward Primers ¥
QOkm@E: EARFIEZEEZT4 Simple Reverse Primers ¥

B ZT4 simple-BluntZ {4 &% B ZT4 simple-BluntZ A5 11551

T7 Forward Sequencing Primer, 23-mer:
5 -CGACTCACTATAGGGAGAGCGTC-3’

RSP Reverse Sequencing Primer, 24-mer:
5 -AAGAACATCGCTTTTCGATGGCAG-3’

W ZT4 simple-Blunt#{A % wib& i si7 51

forward sequencing primer,23-mer

T7 transcription start
T7 promoler
5 GGC GTA ATA CGA CTC ACT ATA GGG AGA GCG TCC GCC GGA TCT CCC GGA TGG TTC GAG TTT TTC AGC AAG
¥ CCG CAT TAT GCT GAG TGA TAT CCC TCT CGC AGG CGG CCT AGA GGG CCT ACC AAG CTC AAA AAG TCG TTC
Ma Tyr Tyr Ser Glu Ser Tyr Pro Ser Arg Gly Gly Ser Arg Gly Ser Pro Glu Leu Lys Glu Ala Leu

AT blunt-end A TCT CTC TAG CAG GTC TCC TAC AAT ATT CTC AGC TGC CAT CGA AAA GCG ATG TTC TTC
.9 PCR product T AGA GAG ATC GTC CAG AGG ATG TTA TAA GAG TCG ACG GTA GCT TTT CGC TAC AAG AAG
Arg Gl Leu Leu Asp Gly Val lle Asn Glu Ala Ala Met Ser Phe Arg His Glu Glu

» -
W

reverse sequencing primer,24-mer
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