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FEERB TR B ®"e
M5 pZERO-Blunt Kit 20T MF131-01
M5 pZERO-Blunt Kit 4x20T MF131-04
[fEFRE]
KHIRTE, EETF-20°C, BXHI 12 A,
[FZREN]
EEFPRIFRFEZRFER—ILHNEREREAMEERERS, TUSHEEFRIGE PCR ZHFEM R FRixnA DNA

FE. mAF& Xﬂ?é@ﬁk‘iﬂlﬁ?‘i@aﬂéﬂ’] DNA FE#EM. BRMEEZFHEMBENFEBEZENE 5 HiEIa k58T 90%HIHMER
wiE. AEAREEMEESES (0: X5, Q5, Phusion, KOD &) {##A9EKif PCR HIR EIEENGESE. EETYEIE
U E AN KBTEREK.

KXFISRE—DFHN B R EEAMIEF R EH A pZERO-Blunt. ZEASEHENBRER, HHASHEERERY, BFRE
EEEHFRE, BEATHABATUERSEK; éﬁdzt SREBEETRY, #FEERERERERRE, 888 ETHKRME
MJCERE, B'E ZERO"ER. XMAMFERELFEBIFE, MAMMR T EHititiz.

AR EBTMEEFBA R REEERIE, pZERO-Blunt REH A ZREMARMEEE—1 Balll IR3IF5. i, ZHEEE
T7 BahF, ARTHEASRIMNER . AR ENFFRR.

[ s ]

HNY B 20T 4x20 T
pZERO-Blunt Vector (40ng/ul) 20 i 80 pl
1K bp Control (40ng/ul) 5l 5 ul
T4 DNA Ligase, 5U/ul 20ul 80 pl
2x Quick Ligation Buffer 100ul 400ul
pZERO-Blunt
Forward Sequencing Primer (10uM) 100l 400l
pZERO-Blunt
Reverse Sequencing Primer (10uM) 100l 400l
R{ESE]

1. HEERNREE:

FRIHPCRA~ 5 & B ] /5 T AR i b B AT LURS TRARHE R AR B vk 9 B8 [E U (FE R ACSR SROME TN BR 23 A IS IE S 1 8E 52 DNA
PRERGERERTD - SEEERIER 3:1. AQREZHIDNASMIRIEAE L BRI 233 70bp A EAIDNA R ER BETR4F MBI T
145

2. REFERRN:

1) FE—MRER 10 u EEREAEZES, A 1 ul40ng pZERO-Blunt #ifk. X ul PCR =) (E@ERA T, RELER PCR =4
BHTIETRAEE, —M% PCR FHISHARERLEMAE 1:1~10:1 MATUER RIFLER, #5311, WHE). 5ul 2 x Quick ligation
Buffer #1 0.9ul 9 T4 DNA Ligase, H &R KREK#NE

R TR RHT
2 x Quick Ligation Buffer 5ul
pZERO-Blunt £ Tl
ik 589 PCR =49/32& 1ul 1000bp control Xul
REK Yul
T4 DNA Ligase 0.9ul (5 Weiss Units/ul)
Final Volume 10ul

—& | /SN T4 DNA Ligase.
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2) 22°CYEE5-10 54 (—ARAT#E PCR E85ER) -
3)
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IR 22°CEHE 5-10 9°%h , >3kb KA ENEREATIEKE 30 oéh. NEERIE 30 94, BI AR EELTHRE.

4) K ERE, REFHUHIFT-20C.

3. #k:
1) 100ul BEFEMEME, ETKkE, EEBARRELSHEBRIISEE.

2) AN A4—5u EER(RZSAIESIMA, REERGRERTEBERZISHAIN 1/10), BBES. KEHE 30 584.
3)  42°CABIE 90 Fb. K ERE 2~3 .
4) 7N 500ul LB 5 & SOC 1EFHFE(FREMER), 37°C 150 rpm #R%HIETF 60 S
5) 4% 200ul MAEATE R FE B R(100pg/mI)F4R L.
RHEARNASKERNBERBEISAROBRZIEMHTELNEE, MR FtORERD, FiELEC (4,000pm, 2 5

) RRBRBSESR, BTFTEENEFEEFECENEPREEERT T —IFRF GRERENERTUREIERSE,
FRMRANEERED, TRHMKERLBAR—MHEFR).

6) IR 37 CTIERME 1 /MR Zaifkis, REEEEFIR.

ik :
1). BHAEN: BEBMNEEEM 1-5mILB (EEXRKREHR 100ug/ml WEFTEER) ERE, 7TCERRFERER, REHM
BIREUGRR, A PCR REESZEEEBARBRTER.

2).  BOEE: PRENEEEREHIT PCR AN (WS FESE 3 AR ESEAR LT CVO5-EA T HiFE% PCR £EIXFIZ A
.

3. MFEE: FARMEBWIYNE T7 BRIFIMNFHERELEENRE.

ARFAZEFTNFSY (BATEE PCREESM :

Forward sequencing primer, 23-mer 5-CGACTCACTATAGGGAGAGCGGC-3
Reverse sequencing primer, 24-mer 5-AAGAACATCGATTTTCCATGGCAG-3’
<> PSR :

= A EEEREPEER PCR ~=HHNE?
—MRPCRAEYISEHAMEE/REEMUE:1~10:1 (HEFESN) RAUBRRFER, AIRAUTAR:
[MAZAFEE (ng) xBARERKRD (kb) +HFAK/A (kb) XA ERMBAFPERIE=EARERIE (ng) fFlA: HARER

B FERERERLEGIA3:1, IERER P MAEAE40ng, AR EX/NA5000p, XERAINGEN A B HIE A[40ngH #4-x0.5kb1E
N EE+2.974kbE14]x3/1=20.2ng
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pZERO-Blunt F{{K[E|iL:

pZERO-Blunt K 52 B = FF 51 :

forward saquancing primar, 23-mer .
Eco52|
T7 transcription start i
8 Nott Bgill Kpn2i

T7 promuater —*
5' GGC GTA ATA CGA CTC ACT ATA GGG AGh GCG GCC GCC AGA TCT TCC GGA TG
3’ ccs CAT TAT GCT GAG TGA TAT CCC TcT CGC CGG CGG TCT AGA AGG CCT AC
AMla Tyr Tyr Ser Glu Ser Tyr Pro Ser Arg Gy Gly Ser Arg Gy Ser Pro

Xhol
T M o xeal g
ST A TCT TTC TAG AAG ATC TCC

PspXl
G CTC GAG TTT TTC AGC AAG AT
C GAG CTC AAA AAG TCG TTC TARAAd L [8T AGA AAG ATC TTC TAG AGG

lys Gu Ala Leu Ag Glu Leu Leu Asp Gly

Glu Leu
Bigl

Eco1301
Neol BsuiSl 422
TAC AAT ATT CTC AGC TGC CAT GGA AAA TCG ATc TTC TTC T 37
ATG TTA TAR GAG TCG ACG GTA CCT TTT AGC TAC ARG AAG A 57
Val lle Asn Glu Ala Ala Met Ser Phe Arg His Glu Glu
) reverse sequéncing primer, 24-mer
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