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AMPLIFICATION OF HEPATITIS B VIRUS SEQUENCES
FROM SERUM BY WAX-MEDIATED HOT-START
POLYMERASE CHAIN REACTION

Lu Ling Yao Jilu Peng Wenwei Yang Zhan

(Department of Infectious Diseases, The 3rd Affiliated Hospital
Sun Yat-Sen University of Medical Sciences, Guangzhou, 510630)

A wax-mediated hot-start PCR was established in which the reactants were divided into
two groups. one containing primers, dNTPs and MgCl;; another template, Taq DNA poly-
merase and KCl. The first group was added to reaction tubes together with a wax (used in
tissue processing) bead, the other after the wax melted at 68'C and solidified at room tem-
perature to form a layer that covered the first, by which the two were made separated. When
PCR begins, the wax melts, the oil rises to the surface to form a insulation barrier, and the
reactants mix at a high temperature, not the room temperature that prevents primer dimer-
ization and pre-PCR mis-priming, to improve the specificity and sensitivity of the amplifica-
tion. The technique was used to detect HBV-DNA from 53 sera which were positive to anti-
HBc and 69 sera which were positive to HBsAg and anti-HBe. HBV-DNA was pick up in 13/
53 of the former and 61/69 of the latter. The standard PCR was also applied to the same sera
and the positivity of HBV-DNA were 10/53 and 52/69 respectively. The difference between
61/69 and 52/69 has a statistical significance (P<0. 05) suggesting that the specific HBV-
DNA amplification can be improved by decreasing the primer dimerization and mispriming.
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