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Application of Its and 165 Ribosomal DNA to Environmental Microbial Ecology
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Abstract: A new method was developed for the investigation of microbial coalogy, which used the cloning/sequencing
technique combined with RISA profiling, The method is effective, cheap and easy to use, which can be performed in
most of the molecular biological laboratories.
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SFEVEARAMERFBIRAMEDHESHHTFRIZTE, FEOELERNF
BN (profiling) Zr#THIR ., TWREMTELL 165 DNA Axt %, MEMERSHYS
GenBank SHBHEL YT, MAAYFRAEMTREBEELFTEFR. RERMT R
et S S 5, MELIRHUER A, BN i W TR RUE I S R K
AEIPFEE B 1 S B 46D, BL3E SSCP. TGGE/DGGE K RISA 4R, F & RISA
{ribosomal intergenic spacer analysis, HZBEARIEE B S]524r) LLITS (165 ~ 23S tDNA
intergenic transcribed sequences, XA/ REHRRFF]) AR SR, ZH &KL
16S 1 235 1DNA ZHH F B ZFWTFFIALEKERFE, MRHEDN ITSRSWHITE
PRET A B A B K 2 AN EUEED RISA B,

A EE-A R 168 tDNA TEREM R RISA Bl RZHHBHT -HHuaHy
%, ATRTHRERMEDASERR.
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1.2 BHFAE

WE 1R, EHEE BTN IR R E AR I 5 A ol B 5 43 A A R
EHRBGAEER L DNA, B2 S 3 FEHNE,
1.2.1 BERHRMTIERF . RERSWE BT MR EERIE, HEEAH
BOUREA, A4 S926£/L189r #E1T PCR 1™, R H BA{LE 2K ITS, i HiE
f13EMIZE 165 (DNA (#7600 bp) K 23S 1DNA (#7190 bp), B FRMICHE, FTH B
7 RFLP At e Bk e (U /e 7o ke, X EAA R BBTS 165 DNA MU P, MR F 5
GenBank ¥#8 B 14T BLAST tbX}, AIHIERAEAFTFHA, HUNEREAT¥AESZ
BHENCHENEE, BRI REORAEYEBARSE. X—2 g BAN
IR RRERERAPHESREMRLARILE, RUEAEMFRHLHEAHREN,
WRABRE P HMAEYRNRZERET LR
1.2.2 RISA BB 4. AT HESEARNHAYHESHTL, A TS3Y
1406£/238c™ %1 B BE Sh #EAT PCR 8%, P9t 173 v B TR I BERR BE I sE 3k (PAGE)
AP RS R R . e f A TR [E) 00 B R RS B A 4% AL LA R R T R e Y
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A WREE A, BB PTEEIN: Bionumerics 1.1, Gelcompar 4.0 2 Diversity Da-
tabase 2.2.0 (BIO-RAD), #fTHEIE MU BA el ZEEMIEAL, TERIBHUED R
HFWELEEEFHEER.
1.2.3 BVCRHAFEERES RISA BIESWHB R 3THRAEE TR CEPHC R g
FA5147 1406£/23Sr Bt4T ITS PCR &3, JFHEKKIN I ITS A B K/, 2 BT sk fr
& ITS K B A/N SRR A B RISA BELEBHATHO, A8 7EkE 'S RISA B &7 2 B #Y
BKR. WEZFEAFFEA RISA BEE F7Ed, BI0T 0 w EAR R EDE R
BEATHFEBL. Xt UESFACRFERENBEDRELAET¥E R
1.3 PCRI|MEKRFEFEH

AETFH RO, BEsm B RANSI Y5 K& PCR 4k F IR F 10
FWF: (1) 51%. S926f: 5°-CT (C/T) AAA (G/T) GA ATT GAC GG-3’ 1 L189r: 5°-
TAC TGA GAT G (C/T) TT (A/C) A (G/A) TT C-3"; 1406f: 5°-TG (C/T) ACA CAC CGC
CCG T-3' #1 238r: 5°-GGG TT (G/C/T) CCC CAT TC (A/G) G-3°, (2) PCR R & R iR
. KA S0uL PCR A F, & 2 mmol/L Mg®” . 200umol/L. dNTPs (each) . 0.2umol/L 5%
(each). 200 ng Btk DNA, 2.5 U Tag 8§, BEREUINRAIARIE 37 A BP 94T 3 min f5
T 80CH! Tag B, BEFEFREMS A MCEH 30s, 47CiBK 30s, 72CEEM 2 min, 3
30 MG, BJE 72°CHE{R S min,

2 GG EARERITE

B 5|4 S9266/L180r A PCR "It S 2K TS h B, BAKBELZAME, it
— R, RIS SR AR S9260/L189r 74 RISA Ei%, Hid% %%, &
TFLL S9264/1189r 5[4 PCR P HI8I v BEAK/INE 950 ~ 2,290 bp Z ], #B i 7 #%38 PACE
B4, B 3.5% 1 PAGE B AT E .

AN S T MR AR BOR B 5 DNA LL S926f/L189r A5 [ ¥4 1K
PCRIESY, MIXESPASIY 14061238 #4T ITS PCR ¥ (i %E-PCR), H#iT
PAGE ] =4 th fIT g ITS & I RISA B, EHEWIAB LN, IREPCR 5HE
PCR =4 1 RISA Bl AU > 90% , BHULPT LI #EE PCR WA BA K (B 1 BT
4y), T FEEE PCR =4 MESE

Ri il RISA PEli m] Ay R SAE AR R AR D B SR, B R r i T
BHREARNGHEYER. AFERANTY S026f/LISor K ¥ F BANE 2K TS
ifi H 53 168 tDNA (#) 600 bp), ¥ 1E#) DNA F Et-5 2K B ITS B9 B {5 B A 168
DNA FF MBS R T (S8, UiZ DNA B vdlsy, Ll risdyS5Eig s
BB R, MERAIERIEE AL, PAURBEHER X A YT A R R P RS
&o

LT, TEREMIFLES TGGE/DGGE Bl # T4 E 2B i H Tt &
Bat. S22 M, AXREHEENTFES RSA KRS ERELTHRSA: (1) &H
2, HFEMIF PAGE 57T =4 RISA B, PACGE B TIHE A T Y i & hitrdg
%, HRRCH™, MiBIEHEE. T SSCP. TGGE/DGGE E# M E LI 1M %, K
HO, MRS, (2) B, TGGE/DGGE Mzl & ibsereiadl, TS rEg R mH & A
RERFHFERMNEMER A RRINRESRMF, MAFSTEN PCRIYLHBHATE
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“GCI” HIFFBRI\YIRY B, A H AR M PCREIYIE AEES Y, BERGEE
PAGE M EAL R Al KB EENTRIH,

FEf, BN LA RZAHEAGEZMI . W% PAGE HAE & K/MHE T
JUA bp B DNA R, X TESIDEILAEZE 1 bp ) DNA BB M 88, A%
HHERE 28— 2B,

I EMKE TS HRESSHR P FRMAE YR, TCCGE/DGGE MEXET
165 IRNA B (I V3 IX) MRBFIIAR, XML EE —ENERME,

3 RE

ZEATR, REDRIRBOH TEGEELERS, BEFENRAtBEDNS W
M. EHEYRATLLEZENREARGH T KMEDESHRE (HEFARM¥ES.
No.20377030), HEUSPHFHCE. MBELISHWREREDESFTR T, BFER
SREIH PR ENTEER,
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