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Abstract: T-RFLP is a newly developed molecular technique for microbial diversity analysis. Com-
pared with other techniques, T-RFLP has several unparalleled advantages. However, there is no report
on measuring the system errors generated in T-RFLP operational process. In this study, diversity analy-
sis of nifH gene from 4 soil samples which represented different invaded stages after Ageratina adeno-
phora (Sprengel) invasion was chosen as a case. In order to determine possible system errors in our
study, multiple analysis in which only one procedure of the whole operational processes was changed
each time were conducted. Results showed that repeatability for the results of T-RFLP analysis was in-
fluenced mostly by the types of Restriction Endonucleases, followed by the PCR procedure, while cap-

illary electrophoresis has almost no effect.
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U W B T AR, AMIEIH FGPHI9
(5'-TACGGCAARGGTGGNATHG-3")Fl PolR(5'-ATS
GCCATCATTCRCCGGA-3"), 5|41~ FAM-PolF
(5'-TGCGAYCCSAARGCBGACTC-3")fll AQER(5'-G
ACGATGTAGATYTCCTG-3"), &5 1 %84 84 ] 20 uL
hZ&, Hhfa4%: 0.1% BSA (TaKaRa) 2 pL, 10 x

ThermoPol buffer (New England BioLabs) 2 pL,
40 mmol/L (&:F 10 mmol/L) dNTPs (New England

BioLabs) 0.4 uL, FGPH19 (10 mmol/L) 0.5 pL, PolR
(10 mmol/L) 0.5 pL, Tag f#(New England BioLabs)

1 U, B 1 ul, & FK 13.4 pLl. 2 %P WA
50 uL R F&, HA1{u4%: 10 x ThermoPol buffer (New
England BioLabs) 5 puL, 40 mmol/L (4% 10 mmol/L)

dNTPs (New England BioLabs) 1 pL, FAM-PolF
(10 mmol/L) 1.25 puL, AQER (10 mmol/L) 1.25 pL,
Taq ff(New England BioLabs) 2.5 U, AR 2.5 uL,
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Fig. 1 Measure the variation of T-RFLP by Hellinger dis-
tance

Vi BB T ME = bRdEE, RIS FRERROR R i
T Aub T 2 i) ) 9 SR B P E A [ R i ) ) 22 57 @ 35 (P < 0,05,
n=3).

Note: Bars with different letters indicates that means are signifi-

cantly different between samples. Data are means + standard devia-
tion (P <0.05, n = 3).
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Fig. 2 Measure the variation of T-RFLP by Sorenson index
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Note: Bars with different letters indicates that means are signifi-

cantly different between samples. Data are means + standard devia-
tion (P < 0.05, n = 3).
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