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A High-fidelity PCR Method with Its Product Used in “TA” Cloning Directly
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Abstract [ Objective | To introduce a high-fidelity PCR method with its product used in “TA” cloning directly, which could simplify the
“TA” cloning step. [ Method ] Total RNAs were extracted from human hepatocellular carcinoma cell line SMMC-7721 by Trizol reagent,and the
mRNAs were reverse transcribed into cDNAs. Employing ¢cDNAs as the templates, the ¢cDNA region that codes protein of PKC was amplified by
different types of DNA polymerases. The PCR products were subjected to a series of processes such as “TA” cloning, bacterial transformation
screening culture , plasmid extraction, restriction enzyme digestion and DNA sequencing. [ Result ] No DNA mutation was found in the product of
PCR amplification with high fidelity DNA polymerase,but the product could not be linked directly to T vector. On the other hand,the product
of PCR amplification with Tag DNA polymerase could be cloned into T vector directly,but it possessed multiple DNA point mutations and its
fault was low fidelity. The product of PCR amplification with an alliance of high fidelity DNA polymerase and Tag DNA polymerase could be di-
rectly inserted into T vector without any point mutation. [ Conclusion ] Combined utilization of high fidelity DNA polymerase and Tag DNA poly-

merase in PCR can obtain high fidelity PCR product which is utilized in “TA” cloning directly.
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AT . G RIS WK 55 55 1] RNase—free 1Y 1.5 mL
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Taq® DNA REHFFHE L KBE DNA 5757 724 3" A i A7
ZCAY R R ELEAL; PrimeSTAR ® - GXL DNA 54 il 1) 47
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Tag"™ DNA R4 FERRFEZR4E DNA 51 =4 3' A 47 58
A" R PRI

&1 PCREEAHNKRRFRERE

Table 1 Reaction components and procedures of PCR
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Im PCR R 4143 PCR S5 2% 1 2XGC Wi 1, 25 ul SXGXL ZE M, 10 plL SXGXL i, 10 pL
Adding PR reaction: compo i\1ps (2.5 mmol/1) 4l 4l 4L
LRS54 (10 pmol/L) # 1 pL # 1 pL #1 pl
cDNA 15 1 pL 1 uL 1 pL
DNA B4 LA Tag® ,0.25 pl. GXL,1 plL GxL,1 L
KK 17.75 pL 32 pL 32 pL

B X PCR First time PCR
whn4 4y Adding components
FHK PCR PCR again

T : 94 °C120 s5 94 °C30 5,56 €30 5,72 “C3 min, 28 MEFF
DNA 1 —
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Z-Tag™, 0.5 plL —

1.2.5 “TA” 5l $ bk 345 PCR =WpiftiT 1% B fE b e
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Fig.1 Amplification of target gene PKCe coding protein region by
PCR with linkage of two types of Tag DNA polymerase
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Fig.2 “TA” cloning of PCR products
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Fig.3 Xho I digestion identification of cloning vectors containing
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Fig.5 Combined flower border with wild flowers and aromatic flowers
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