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Thymidine-base-specific fragmentation of PCR amplicons of bacterial 16S rDNA
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lege of Medicine, Third Military Medical University, Chongqing 400038, China)

Abstract: Objective To investigate the optimized method for fragmentation of PCR amplicons of bacterial 168
rDNA gene. Methods The 16S rDNA gene of Escherichia coli ( E . coli) was amplified by PCR. Proportionate de-
oxyuracil triphosphate (dUTP) was added into the DNA helix by PCR to replace deoxythymidine triphosphate (dTTP)
partially. After purification, the products were digested with uracil-DNA glycosylase 1o remove all of the added
dUTP. The phosphate backbone was deoxyuracil-base specific broken by using aqueous NH3. PAGE and agarose gel
ele(:lﬁ)phuresis were used lo estimate the outcomes of fragmentation. Results  As for 165 rDNA gene in E. coli, a
reproducible PCR amplicon fragmentation could be achievable when the proportion of dUTP/ATTP was between 3/7
and 1/1. Conclusion A reproducible fragmentation of 165r DNA amplicons is achievable by varying the concentra-

tion of dUTP in PCR and by treating amplicons with UDG and aqueous NH3.
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1.2.1 PCR R H dUTP 98 A Sy MR 7 BhAS ]
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1: Ratio=0/10; 2: Ratio=1/9; 3: Ratio=2/8; 4: Ratio=3/7: 5: Ra-
tio=3.5/6.5; 6: Ratio=4/6; 7: Ratio=5/5; M: pBR322 DNA/Msp |
markers; P: PCR blank; C: Control (ratio; dUTP/dTTP)
B 1 F ALY 15 % BT A R A R R SR B AR
Fig 1 Detection of fragmentation by PAGE
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1: Ratio= 1/9; 2: Ratio = 2/8; 3: Ratio = 3/7; 4: Ratio = 3.5/6.5;
5: Ratio =4/6; 6: Ratio=5/5; 7: Ratio=0/10; M: 100bp DNA ladder;
C: PCR blank (ratio: dUTP/ATTP)
B2 FE4ETDE2%FIEMER LS EER
Fig 2 Detéction of fragmentation by agarose electrophoresis
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