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Protocol
Cat. No. K1035

Taq DNA Polymerase

Taq DNA dNTPs

DNA Taq DNA Polymerase 94 kDa

Taq DNA 5' 3'DNA 5' 3' 3' 5'

3' dA dA 3' TA

PCR Taq DNA 1-2 min/kb 1 min/kb

GC 5 kb

hyPerFUsion™ high-fidelity DNA polymerase (Cat. No. K1032) PCR

SYBR Safe DNA Gel Stain (Cat. No. A8743)

1000 U 5000 U
Components

Taq DNA Polymerase 200 μl 1 ml

X PCR Buffer (Mg2+ plus)  ×  1 ml 0 ×1 ml

-20 C

PCR

1)

2) PCR
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Protocol
Cat. No. K1035

Taq DNA Polymerase

Taq DNA dNTPs

DNA Taq DNA Polymerase 94 kDa

Taq DNA 5' 3'DNA 5' 3' 3' 5'

3' dA dA 3' TA

PCR Taq DNA 1-2 min/kb 1 min/kb

GC 5 kb

hyPerFUsion™ high-fidelity DNA polymerase (Cat. No. K1032) PCR

SYBR Safe DNA Gel Stain (Cat. No. A8743)

1000 U 55555555555555000000000000000000000000000000000000000 UUUUUUUUUUUUUU
Components

Taq DNA Polymeraseseses 200 μl 1 ml

X PCR Bufferrr (((((((((((MgMgMgMgMgMgMgMgMgMgMgMggMgg2+2+2+2+2+22+2+++2+ plus)  ×  1 ml 0 ×1 ml

-20 C

PCR

1)

2) PCPCPCPCPCPCPCPCPCPCPCPCRRRRRRRRRRRRRR
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Components 20 μl Reaction 50 μl Reaction Final Concentration

X PCR Buffer (Mg2+ plus) μl  μl 1X

2.5 mM dNTP Mix 1.6 μl 4 μl 200 μM each

10 μM forward primer 0.8 μl 2 μl 0.4 μM

10 μM reverse primer 0.8 μl 2 μl 0.4 μM

Template DNA varies varies 1-500 ng

Taq DNA Polymerase (5 U/μl) 0.2 μl 0.5 μl /

ddH2O Add to 20 μl Add to 50 μl /

*Note:

a. Taq

b. cDNA gDNA λDNA

c.

DNA

3) PCR

PCR

PCR  

Procedure Temperature Time Cycles

Initial Denaturation 94 C 3 min 1 cycle

Denaturation 94 C 30 s

25-35 cyclesAnnealing
~55 C

( Tm )
30 s

Extension 72 C 1 min/kb

Final extension 72 C 5min 1 cycle

Hold 4 C +∞ 1 cycle

*Note:

a. Tm Tm 3-5 C

20 bp Tm C = 4 G + C + 2 A + T

20 bp Tm C = 81.5 + 0.41* GC - 675 /

b. 94 C 80 C Taq DNA 3

c. DNA cDNA 90 s/kb
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Components 20 μl Reaction 50 μl Reaction Final Concentration

X PCR Buffer (Mg2+ plus) μl μl 1X

2.5 mM dNTP Mix 1.6 μl 4 μl 200 μM each

10 μM forward primer 0.8 μl 2 μl 0.4 μM

10 μM reverse primer 0.8 μl 2 μl 0.4 μM

Template DNANANANANANANAANANAANANANAN varies varies 1-500 ng

Taq DNA Polymememememememememememememem rararararararaarararaaarassesesessseeeeeeeeesseeesssse (((((((((((5 U/μl) 0.2 μl 0.5 μμlμlμlμlμlμlμllμlμlμll /

ddH2O Add to 20 μl Add to 50 μl /

*Note:

a. TaqTT

b. cDNA gDNA λDNA

c.

DNA

3) PCR

PCR

PCR

Procedure TemperatureTT Time Cycles

Initial Denaturation 94 C 3 min 1 cycle

Denaturation 94 C 30 s

25-35 cyclesAnnealing
~55 C

( Tm )
30 s

Extensiooooooioonnnnnnnnnnnnn 72 C 1 min/kb

Final extension 72 C 5min 1 cycle

Hold 4 C +∞ 1 cycle

*Note:

a. Tm Tm 3-5 C

20 bp TmmmmmmTmmmmmmTmTmTmTmTmTmmm CCCCCCCCCCCCCCCC = 4 G + C + 2 A + T

20 bpbpbpbpbpbpbpbpbpbpbpbpbpp TmTmTmTmTmTmTmTmTmTmTmTmTmTmmT C = 81.5 + 0.41* GC - 675 /

b. 94 C 80 C Taq DNA 3

c. DNA cDNA 90 s/kb
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PCR SYBR Safe DNA Gel Stain Cat. No. A8743

PCR -20 C

1) PCR DNA

/ DNA PCR

2) 20-40 40-60% GC

0.05-1 μM 0.1-0.5 μM

3) Mg2+ Mg2+ EDTA Mg2+

4) GC DMSO

5) GC PCR 95 C 5 min

PCR 95 C 5 min

6) 15-60 s Tm 45-72 C

PCR Tm 5 C

7) 72 C 1 min/kb

8) 25-35 45

9) 72 C

Procedure Temperature Time Cycles

Initial Denaturation 94 C 3 min 1 cycle

Denaturation 94 C 30 s
variable

Extension 72 C 1 min/kb

Final Extension 72 C 5 min 1 cycle

Hold 4 C +∞ 1 cycle

10) Taq DNA PCR 3' dA PCR dT/dU-
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PCR SYBR Safe DNA Gel Stain Cat. No. A8743

PCR -20 C

1) PCR DNA

/ DNA PCR

2) 20-40 40-60% GC

0.05-1 μM 0.1-0.5 μM

3) Mg2+ Mg2+ EDTA Mg2+

4) GC DMSO

5) GC PCR 959595959595959595995995 CCCCCCCCCCCC 5 min

PCR 95 C 5 min

6) 15-60 s Tm 45-72 CCCCCCCCCCCCCCCCCC

PCR Tm 5 C

7) 72 C 1 min/kb

8) 25-35 45

9) 72 C

Procedure TTTTTTTTTTTTTemperatureTT Time CyCCCCCCCCCCCCCCCCC cles

Initial Denaturation 94 C 3 min 1 cycle

Denaturatititititititittiononononononononooooon 94 C 30 s
variable

Extensiooooooonnnnnnnnnnn 72 C 1 min/kb

Final Extension 72 C 5 min 1 cycle

Hold 4 C +∞ 1 cycle

10) Taq DNA PCR 3' dA PCR dTdTdTdTdTdTdTdTdTdTddTdTT///////////dUdUdUdUdUdUdUdUdUdUdUU--------


