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RBEERRANEFMK, AEADpn 1SR 11,
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& (R2EFEHER) , BR S DLN80L) HEKENE R EFRE.,
90 KN4 KbEENF R E#2 uLo FIRIEFS %441 kb DNA Ladder 433
1 pLo2 pl, 3 pL4 pL, S A/ NNELEFRR, E#1,500 bpAl4,000 bpfy
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F:5"TCACCTGTGGGATATCCGGTG-3"
R:5"-CGCATAAGCGAATGTTCGAAG-3"

A. BAHind || 2ESENA M BRI 52 ME5 19
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5. ACGTTGTAAAACGACGGCCAGTAAGCTTCTTGGCGTAATCATGGTCATAG. -3
3 l-..A.TGCAACATTTTGCTGCCGGTCA%GAACCGCATTAGTACCAGTATC....-5 ’
RESE#S I T:

F: 5"-TAAAACGACGGCCAGTAAGCTTTCACCTGTGGGATATCCGGTG-3"

R: 5'-CCATGATTACGCCAAGAAGCTTCGCATAAGCGAATGTTCGAAG-3"
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5. GCTCGAGCACCACGGCCGCAGAG TCCGTTACATCGTATAACGTTAC....3'
3-.CGAGCTCGTGGTGCCGGCGTATCGAG  CCTAGGCAATGTAGCATATTGCAATG. 5"
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F: 5-CCACGGCCGCAGAGCTCTCACCTGTGGGATATCCGGTG-3"
R:5-ACGTTATACGATGTAACGGATCCCGCATAAGCGAATGTTGCGAG-3"
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3"-..TAAAGTGTGTCCTTTGTCGATACTG TGACCGGCAGCAAAATGTGTTAGTT...-5"
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F: 5-ACACAGGAAACAGCTATGACTCACCTGTGGGATATCCGGTG-3"
R:5-TGTGTAAAACGACGGCCAGTCGCATAAGCGAATGTTGCGAG-3"
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Fragment 1 Forward Primer Fragment 2 Forward Primer
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GCCGGA GCCATGAACAAAGCAGCCGCGCTGGATGCTGATACCGG
CGGCCT CGGTACTTGTTTCGTCGGCGCGACCTACGACTATGGCC
Fragment 1 Reverse Primer

Fragment 3 Forward Primer

GAACAGTCAGGTTAACAGGCTGCGGCATTTTGTCCGCGCC TTGAAT
CTTGTCAGTCCAATTGTCCGACGCCGTAAAACAGGCGCGG AACTTA
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100 ngf92,000 bp 4 EXHIEE/R &9 (100x 1000)/(2000x650) 220.08 pmol ;
100 ngff94,000 bp 4 EX HIFE/R & #(100% 1000)/(4000x650) ~0.04 pmol,
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FRECHISTTRG, ROSAD, REBOBRERREEER. BH1-2TH
£, 50°CR 2 15~30 min, BA3~54F Bk, 50°C/R FZ30~45 min. BFEPCR
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3) 42°CHH45~90 s, HFKA2~5 mino

4) MAZ9500 uLFTHALBIEFE, 37 °C, 200 rpm7E%EFF30~60 mino
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« ERHIELRRREY, R Sen& LR, K ERFK, RfGMN2xSeamless Cloning
Mix, R REHIRIFIEK L, BSIeER A FEAR,
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ZH MBS EHARE 120 ng/uL, 4616/E BB BRE /50 ng/uL
HIFEERIREC,=(20x1000)/(5000%650)=0.0061 pmol/uL;

F BREE/RIREEC . =(50x1000)/(2000%650)=0.038 pmol/ul ;

20 ngHifAFAIFRIRELR, NE MR ES:
N,,=(20x1000)/(5000%650)=0.0061 pmol;

HRIEN,,:N,,, =1:5, TN, ,=5x0.0061=0.0305 pmol;
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V,,=N,/C,,=0.0061/0.0061=1 L
V,=N,.,/C,;=0.0305/0.038=0.8 pL.
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HFREEREEC,, = (20x1000)/(9000x650)=0.00341 pmol/uL;

Seg IFE/RIREC, ,,=(50x1000)/(1000%650)=0.077 pmol/uL ;
Seg2BE/RIREC, ,=(38x1000)/(900x650)=0.065 pmol/uL ;
Seg3EE/RIREEC__,=(40x1000)/(1200x650)=0.052 pmol/uL;
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V,o=N,../C,.;=0.0085/0.052=0.16 uL
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