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

[ i1
RAEAR 7C205-120%%) | ZC205-2(60:%)
ZT4-Blunt Vector (25ng/ul) 20ul 3Xx20ul
5 X Quick Ligation Buffer™ 40ul 3x40ul
T4 DNA Ligase (5 Weiss Units/ul) 20ul 3X20ul
877bp Control Insert (50ng/ul) 5ul 5ul
I X EEPCR MasterMix (ZT4-Blunt3|4) 1ml 3X1ml
ZT4 Reverse Primer 100ul 300ul

s: *1: 5XQuick Ligation Buffer TER AT, BRIGEREIE, 50°CIMASMInTIEA B2 A,
RHREEER, TEMEERR.
*2: BFERTERRNSIYGHERER, HEmixMNEER FTEHIM800bpEARRMLY 12, Wa
BIH ER7E700-900bpzia], {1 X EEPCR MasterMix (ZT4-Blunt31¥)) ¥£EfE, SHERE
MRS5S IYEREEREEENRF; NEERERENABISRSIYEE,

®RiF: 20°CEMRFLIE,

W AR

ZERITA-Blunt=ERHFRR L X FIBRIHEDNAR BRIPCRY B H)# 1T 554
RN —FIEMIRIERSE, ZREREEE—PEER, HEBIDNARKRIEANEL
RE, ZEGLRAREKIE, SXEEANENARNRESRERKTERAEES, THEM
NIPTGRX-Galb# T B BEmiE, SefEPAME =T 95%:

W B0 R

x BRVF ERIERE

1N RIS . SERIGPCREYI S EES G R im F ER

1) 40fE . #HEERIRIEERRBATRAKLEIWBENRE (BIEIFEINETUIR
FEADABFIR, ERDNARGIERMIERLK)  ARBR/NEIRENEERDNARL]
W7 &g EDNAF YA IR FIE BT LIXT 7T0bp LLEBIDNAF R 1R 4T B R,

2) RESKE: mEBWRAT, EEXENEARBRHITIEREE, —REHKS
BAFENEREMUELL~LI0 A LUEERIFER. HEEHAS HERERLTSIE
1:3~1:72 /8o

10ul EZHART, FENMANBARBENEZE5REABEENT:

mAF AR (bp) HEERE (ng) FEAWERE (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-Blunt& (& 1ul

ai eI FiRDNAR E% /22 1ul 877bp control Xpl

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

Final Volume 10ul

F: RNERAE, T4 DNA Ligasefl5 X Quick Ligation Bufferi&1:2tb iR &1
SEER, -20°CiRTE, AIMRED60RMNRE KRR,

mzEiRFfE, Alopl BRBREVITRIHERHERRES, MERRNEOREMRS
RIATEE O ERo

A MRERSuARER, SRORBLLGIRFEMER, ©ERRHAT NG,

2) 20~30°C=RiEHE5-10 72 o

A WF22°CIERS-100 8 , >3kb KA BRIEEAILUEKE30D . FEBEI3059
9, BEAREREELFHRE, BFRHERTEPCR NPT,

3) EE YR R RS AR FT-20°Co

A MERERFRZEME, PTG EESYENEIE T A &R,

X ERFRASHE

1.8 (BNERAIEE RS AR BIRNE)

1) IONA—5ul EFR (RZSABARNIM-T0°CAFEE BT A £, RERINIERR
BINNIERESY), EESYNIAENSBYRSEMBARANL/10) , BRES. X
FRE30 Fh.

2) 42°CHCARHE0TD, K ERE2~30%h, HETREREHNE LS.

3) 10250-500ul LB & SOCEFAE (R EMER), 37°C 180rpmikHIZF=30-6073 £,

4) ¥150-250ul AR FFBAEETTER(100ug/m)Fik L. FERTZETIES, &
B, 37°CHEF12- 16 hidR, (NBFEREZTE, 4000rpmEBOL19D%, FieEdn Lk
A, RE100-150ul, BEEFEEK, RNEERFR, BEHRTR. )

2. midk:

B FIMESE:

EBAMRBYEE, —RERT, TLUAZIFRLEFRE, RERKHERNES
FE (FRSENRE, BRUFHEHAEXD) , BXHMEsEN. FELENAE
R8I 3kbE R TRl U RS EBER L2 MR ENF,.
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1) EHEN: BEINEFREMMLS ml LB (ABLRENL0ug /m HEFTEE
R) BRE, T CEKIRZBFRIR, REEMERBURN, WHAPCR A EER
BARBESIER.

2) BN BKENESE EEHTPCRIGN (FIBID FefE3 ME)

OB B EETEEIOUTLE KD, B

@HUULE AT 20ul BT&PCR MasterMix{s R st TP TR R T

ERPCRRMARS RN M4

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  “RIEF B/ NAE BT, #IEEESI4kb/min.

3) MFpEE: OIEE: ERABATIRTS MR,

QxmE: EREFIEETZT4 Reverse Primers ¥,

RERFEEIRAFIE Zero Background ZT4-Blunt Fast Cloning Kit

B ZT4-Blunt@/AE % B ZT4-BluntZ k517551

Notl T7 Forward Sequencing Primer, 20-mer:
EcoS2l
n::n 5 -TAATACGACTCACTATAGGG-3’
Kpn2l
::f:l RSP Reverse Sequencing Primer, 24-mer:

blunt-end
5 -AAGAACATCGATTTTCCATGGCAG-3’

PCR product
Xbal

Bglll

Btgl

MNeol
Bsulsl

ZT4-Blunt

B ZT4-BluntZik 2 wilEN 51

T7 forward sequencing primer,20-mer R EcaS2| KXol

Mot Bglll Kpn2| PspX|
5 GGC GTA ATA CGA CTC ACT ATA GGG AGA GCG GCC GCC AGA TCT TCC GGA TGG CTC GAG TTIT 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 Ball Ncol Bsuisl
I\l blunt-end A TCT TTC TAG AAG ATC TCC TAC AAT ATT CTC AGC TGC CAT GGA AMA TCG ATG TTC TTC T 3
LY FCR product T AGA AAG ATC TTC TAG AGG ATG TTA TAA GAG TCG ACG GTA CCT TIT AGC TAC AAG AAG A §

RSP reverse sequencing primer,24-mer

W EEHN (AR PIEE R AR M)
NBIE FBESYIMLABA: Pstl 9. Hindlll 624, Sca | 2475
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