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Component CB501-01 (20 rxns) CB501-02 (60 rxns)
PpEASY ®-Blunt Zero Cloning Vector (10 ng/pl) 20 ul 3x20 ul
Control Template (5 ng/ul) Sul Sl
Control Primers (10 pM) Sul Sul
M13 Forward Primer (10 uM) 50 pl 150 pl
M13 Reverse Primer (10 uM) 50 pl 150 pl
Trans1-T1 Phage Resistant Chemically Competent Cell 103 (100 pl/3%) 303 (100 pl/xz)
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(2) EBRIETE. Y M AT NS HREDNARSES, WFastPfu, KD Plus DNA Polymerases

3) RE&M: HTRIEY N TEYN, Y ERNEES-100MEER, REERE, Bk NPCRENHETNRE.
MRYE=YE ST, EWERRERENFER.
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(1) JRN
Component Volume
PCR Product 0.5-4 ul
PpEASY®-Blunt Zero Cloning Vector 1ul
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o] PUAB RS FE BT kb 20 ng”BILL BT E . (201 kbfN20 ng. 1.5 kbfN30 ng3)
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(1) F R E40.1-1 kb (&1 kb): 5-10 min*
(3) FERKE A 2-3kb (&3 kb): 15-20 min*
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cRIERMEBE: 25C, IAFBRESGCEE, JM37CRN. (fEEFMAPCR (LR

(2) FERKEH 1-2kb (B2 kb):  10-15 min*
4) FERKEH3 kb L 20-30 min*
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(2) B ubE &7 F25 ul PCRIEZR, FAMI13 Forward PrimerfIM13 Reverse Primer4 EFH M 5% o

(3) PCR
94°C 10 min

94°C 30 sec

55°C 30 sec j 30 cycles
72°C X min*

72°C 5-10 min *ARIE B B B R R A (AT ],
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HOE s M T LB/Amp S LB/Kan B9 AIE FH 2, 200 rpm. 37°CE#HONNT AR, BRFE/NSEIRK, %%
EEMRFERADIE, BULSEREERE.,

3. JF. FMI13 Forward Primer, M13 Reverse Primer3|#UF, #HITFEF 94T,

XITBE (700 bp) PCR {A%RL 1T

Components Volume | Final Concentration | PCR

Control Template 1 ul 0.1 ng/ul 94°C 2-5 min

Control Primers (10 uM) 1 ul 0.2 pM 94°C 30 sec

2xEasyPfu PCR SuperMix 25 ul 1x 55C 30 sec j 30 cycles
Nuclease-free Water Variable - 72°C 1 min

Total volume 50 pl - 72°C 10 min
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LacZo. fragment: bases 217-810

M13 reverse priming site: bases 205-221

T7 promoter priming site: bases 328-347

M13 Forward priming site: bases 354-370

pEASY"-Blunt Zero ' Kanamycin resistance ORF: bases 1159-1953
(3956 bp) Ampicillin resistance ORF (c): bases 2203-3063

pUC origin: bases 3161-3834

(¢) = complementary strand

pEASY® -Blunt Zero FEpEE RS E

M13 Reverse Primer T3 Promoter I Spell [ 2ol 1 Pmelj

TTC ACAICAG GAAACA GCTATG ACC ATG ATT ACG CCA AGC TCA GAA TTA ACC CTC ACT AAA GGG ﬁgT AGT CCT GCAGGT TTAAAC
AAG TGT|GTC CTT TGT CGATAC TGG TAC TAATGC GGT TCG AGT CT[T_AAT TGG GAG TGATTT CCC TIGATCA GGA CGT CCA AATTTG
Not| T7 Promoter M13 Forward Primer

GAATTG GCC CTT AAG GGC CAATTC éCG GCC G%T AAATTC AAT TCG |CCC TAT AGT GAG TCG TAT TAC AAT TCﬁ CTGGCCGTC GTT 'I'I'A(C:ﬁ

CTT AAC CGG GAA POR Product TTC CCG GTTAAG CGC CGG CGATTT AAG TTAAGC|GGG ATATCA CTC AGC ATAATIG TTAAG[T GAC CGG CAG CAAAAT
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