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Using Antibodies Againg Tag FS Pdymerase for Hot-sart PCR

LIN Qing” , XU Mu-Yu” , LI Qing G °
(1) Fujian University o Traditional Chinese Medicine, Fuzhou 350001, Fuian, China;
2 schod o Life Sdences, Xiamen University , Xiamen 361005, Fuian, China)

Abgract Hot-gart PCR is advantageous for its higher gecidity , sencitivity and linear anmplification. We
have used an antibodies againg Tagr FS polymerase for the setup hot-gtart PCR reactions. The antibody used
oould block the activity of  Tagr FS polymerase at low tenpreture (or below) . When heated at high tenperature
95 , 1 min, the antibody was denatured and the activity of Taq FS polymerase was rdeased. Our hot-gart
PCR sysem was cgpable of detecting as low as one copy of termplate DNA.
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Fig.2 Change d titer o antibodies (A) Titer detected by HLISA & the eghth week ; (B) Titer detected by E_ISA a the tenth week
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Fig.3 Hot-dart o real-time PCR detection with mdecular beacons (A) Hot-dart of red-time PCR detection before antibody
denaturdization. The reaction mixture (25u1) :10 x buffer 2. 51,2 mmol /L Mgd, ,0. 2 ol /L nolecular beacons,0. 44 nol /L primer
2004 ol /L dNTPs,0. 5 mg/ml Tagr FS with different concentration antibody. Following exposure to 40,12 min ,collecting fluorescence
per 2min; (B) After denaturdization & 95 1 min then40 12 min,oollecting fluorescence per 2 min. (gray dash dot lines: detection
without antibody ; black short dot lines: detection with antibody diluted 4-folds; dark gray dash lines: detection with antibody diluted 2-
folds;black solid lines: detection with antibody without diluting;gray solid lines:blank. )
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Fig.4 Sensitivity o real-time PCR detection

(A) Sengtivity detection with TagFS and arti- Tagr FS by red-time PCR. The

reaction mixture (254 1) : 10 x buffer 2. 54| ,2 mnol /L MgQ, ,0. 44 mol /L primer ,200M mol /L dNTPs, 1 %Evergreen ,1 U Tag FY arti-
Taqr FS, 14| tenplate which is diluted 10-folds in the range of 1. 0 x 10° —1. 0 x 10* copies/mi. Following exposure to 95 3 min,95
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Fig.5 Senstivity o real-time PCR detection
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Sengtivity detection with Taq HS and arti- Tacr FS by red-time PCR. The reaction
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Fig.6 Linear rdationship between the number o threshdd cycle values and the concentration o DNA
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