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- BERZTA-BluntiRiETTEIRFIE Zero Background ZT4-Blunt Fast Cloning Kit

W R
I RARL ZC205-1(207%) ZC205-2(607%)
ZT4-Blunt Vector (25ng/ul) 20ul 3Xx20ul
5 X Quick Ligation Buffer 40ul 3X40ul
T4 DNA Ligase (5 Weiss Units/ul) 20ul 3Xx20pul
877bp Control Insert (50ng/ul) 5ul 5ul
1XEEPCR MasterMix (ZT4-Blunt3|¥)) Iml 3X1ml
ZT4 Reverse Primer 100pl 300pl

7E: 5XQuick Ligation Buffer fZE{EREMHT, BRIEEMEIE, 50°CHIFASMInIT
EASEERR, IKHRYEER, FEMEERR.
R1E: 20°CEMRELE,

W RS

EERIT4-BluntZ AR B L X FIBRIFEDNAR BREPCRY B ¥#1T &5
SfER PN ML RS ZREHASE —MHIEER, HEMDNARBRIENTEL
=B, ZEGLEAREKE, SXEEABNABRNRESREKTERBEES, THEM
NIPTGRX-Gab#TIE B DEIHE, SelfZFRMEREBIT95%,

W R

x BRVF ISR

1 HNFERIAES . SERIMPCREYIEES G R im F ER

1) 40 #HEERIREERRBIATRAKEIWENRE (BINEIREINETIIR
FEADABFIR, ERDNARGIERMERLK) « AABR/NEIRFENEERDNARG]
Wost 7 &g EDNAF AL IR FIE BT LIXT 7T0bp LL_EBIDNAF R 1R AT B R,

2) RESKE: mEBWRAT, REXEWNEANRBRHITIEREZ, —REHKS
BAFENEREMUEELLL10 A LUEERIFER. EEFHARS HERERLTSIE
1:3~1:72 /8o

10ul EHAEART, FEMABARBENEZE5REABGEENT:

mAREAR/ (bp)

#ERAZE (hg)

FEBAKERE (ng/ul)

100-1000 10-50 >5
1000-2000 50-100 >10
2000-5000 100-200 >15
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2. EBRMN: (10pRFZIER)
1) REAZLAMER#HT:

5 X Quick Ligation Buffer 2ul

ZT4-BluntZ (& 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 iR &1
SEER, -20°CRT7F, PIMRELD60RMIR SRR,

mzEiRfE, Blopl BRBREVITROHERHERES, MERNELREMRS
RIATERE OB

A NRERSULARIERE, SRORBLLAIRFEMER, ARSI UMNE.

2) 20~30°CE=RIEH5-10 D #,

A WEF22°CIERES-1098 , >3kb KA BIEEFTUEKE30S#. FEBIZ305
B, BIrTRERERLTFHRE. BRHFTEPCR ATTH,

3) EE YR E R R S AR FT-20°Co

F ERERTRSEMNE, JLEEESYEREE Tk EER.

X EETFERAS I

1.8%4: (BB ERZEHBPIRIE)

1) ION4—5pl EEZR (B SARLNIM-70°CRFEERH BT 708 £, FRIRIRR
BYIONIERZFY), EZEFYNIMAERNSBE R SHBATRNL/N0) , BERS. K
&30 SR,

2) 42°CHACAIHO0F), K EME2~3nH, HBFEEDNBELE,

3) IN250-500ul LBEYEE SOCHEFE (REHER), 37°C 180rpmiRHHEFE30-6093 Fo

4) ¥150-250ul AECRFBERFTEFER(100ug/m)FiR L. FEREETERE, &
B M, 37°CEEF12- 16 hid&R, (NEBEIRZZRE, 4000pmB.L192H, Figilo Lk
B, 1RE100-150ul, HEEFEE, NEPEAFR, BrdK. )

2. fidk:

BAUFHRIEERE

SHIBAMREYS, —RELT, JLUREIFRREIFRE, RERKERNES
FE (F25RHEE, BUFHEUREXRD) , BEEXMESEN. ALENFE
R8I 3kb B IER FA U BEEEENKL-2DEENF,

02
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1) BN BERIMNEEEML-S ml LB (EERRENIUg /m HETES
) EBARE, ITCEKRHIEFIR, RERMEREURN, WAPCR XIS AEE
BRI,
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

RERFEEIRAFIE Zero Background ZT4-Blunt Fast Cloning Kit

94°C 5min ERIER 1ul
94°C 15s E&PCR MasterMix(ZT4-Blunts |4) 20l

55°C 20s } 30 cycles
72°C X min*
72°C 5-10min  “IRIEREA/NBEREERIE. TIEEETI4kb/min.
3) MFpEE: OIEE: ERABATIRTS MR,
QxmE: EREFIEETZT4 Reverse Primers ¥,

B ZT4-Blunt# A &% B ZT4-BluntZ A )75 19551

Notl T7 Forward Sequencing Primer, 20-mer:
Eco52I
n:u 5 -TAATACGACTCACTATAGGG-3’
Kpn2l
::f:l RSP Reverse Sequencing Primer, 24-mer:

blunt-end

PR product 5 -AAGAACATCGATTTTCCATGGCAG-3’

Xbal
Bglll
Btgl
MNeol
Bsulsl

W ZT4-Blunt#{k 2 w0 51

Eco52!
T7 forward sequencing primer,20-mer N ol Balll n2l :s::{'l

5 GGC GTA ATA GGA CTC ACT ATA GGG AGA GCG GCC GCC AGA TCT TCC GGA TGG GTC GAG TTT TTC AGC AAG

3 CCG CAT TAT GCT GAG TGA TAT CCC TCT CGC CGG CGG TCT AGA AGG CCT ACC GAG CTC AAA AAG TCG TTC

Btgl
Xbal Bgll Ncol Bsulsl

AT A TCT TTC TAG AAG ATC TCC TAC AAT ATT CTC AGC TGC CAT GGA AAA TCG ATG TTC TTC T ¥
.Y PCR product T AGA AAG ATC TTC TAG AGG ATG TTA TAA GAG 10:3 ACG GTA CCT TIT AGC TAC AAG AAG A 5

RSP reverse sequencing primer,24-mer
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