006 % 33 (3) Mok Y% AR 7.

NAERBRAXZRNEFEEFEARNHR"
IRR REE"T ®ER BAE ¥ R

(ABL RV EHPRESESSR Figds 010018)

WE: SN FE MR 3 BT R R RS, S BRI AT
MY 165 (RNA SERRZMTIE. SEHREM L RNA SIRE R AR ES S AEE
BEEORE, BNSRFENEAS RS, 2RESHRRBELNH S RNA BER
HUBERHUXR. RBXHLIERH&EHT REETREODSEREN, GRERI
FEF S R EATHDN FRE S ATAREMML, RAET RSN T AEniTT RN, o
RS XTEPER.

F4R: 165 RNA, EEFBEH, SRAT, WHHN
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Use of 16S-rRNA Hybridization Probes to Detect the Cellulolytic
Bacteria in Rumen®

WANG Hai-Rong HOU Xian-Zhi"* GAQ Ai-Wu LV Li-Hua GUO Yuan
( College of Animal Science and Veterinary Medicine , Inner Mongolia Agriculture University, Huhchaot 010018 )

Abstract; In this study, the general bacterial probe and specific cellulolytic bacterial probes were used to quanti-
fy the bacteria in rumen. The tolal RNA were extracied and then hybridized with general bactenial probe after a
dilution of concentration. The result showed that there was a high correlation between the hybridization signal and
the dilution of total bacterial RNA. Based on the result above, the quantities of three cellulolytic bacleria in ru-
men sample were detected. The comparative KNA percentage of three cellulolytic bacteria to total bacterial RNA
were similar to the previous reports. It can be concluded that the quantification of bacteria in rumen could be con-
ducted by this approach, and which could be used in future research.

Key words: 165 (RNA, Oligonucleotide pobe, Quantified hybridization, Rominal baciena
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FELIE B R B o O A R 10% 1Y), SRR, CLEHEIR RNA b M0 TS
REBRE, MRTHREES FHAYR REHMNTE, — SR ERERNEMMEE
HEERY, KRHME 16S RNA RAFFIBRALKEERS, N'EATRERES
FRESLRLEFEDY, X AFERALPMEY TR RET —£TEMNREZ, Sahl
LW 165 rRNA ERACH AR N EHE AT AR B L, FERO
EICER RS S P IR, X8 AR X 3 R4 %t = i Y
AN AZEEABERER, NATEATHAREERERANE 2 Pk
YIKR, A—ERE LR TAEANRE, STEAZSHEREZERN A TRE
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WEMHIRE, FEHEHE RNA (RRME Bk LT oS5, Ly
EEXRHRRBE—EHBE,

1 &8

L1 XWzhy

SHRAAAEERTNAE, ALY 28 0HR, GRE2 K, EEa
FART &, B7 8 BHEKK,

1.2 #REKS54E

TR T QIERAT, MR8¥ 8 PR B R 20mL 3 A5 K Nk oY BY B AR
OB, B R TR,

HBr O H B SRS 155, RIGHR SOg LB T FEMBM ST, RIEMA
SmL BREWH, $R1] Smin, 2 EOAidEE, WA 4CHRAT 1,0008 B0 15min;
IR EFHH 10,0008, 4C, &L 25min; LI, WS 2.5ml BERREM W ETR, 4
B, OCHHREEHA.

L3 EBHBRHNSH

BwetEFIRE " BRFMFE I LAY TEA TSR, MR

ico
£1 KBARPOWZERES

Birtth WE R F3 (5730
Bacieria $-D-Bact-0338-2-a-18 GCTGCCTCCCGTAGGAGT
Rumincocens albus $-S-R. alb-0196-a-A-18 GTCATGCGGCTTCGTTAT
Rumincoccus flavefaciens S-8-R. fla-1296-a-A-20 TTCTCTTTGTTAATIGCCAT
Fibrobacter suceinogenes S-S-F. suc-0650-s-A-20 TGCCCCTGAACTATCCAAGA
L4 FEEH

TRzol (LAY TRARANA); BEFFICERETIRXAE (Cat NO. 1175041 )
B3 E Roche 241,

2 Kk

2.1 RNA HERE
BEANAAERE, BRARNARBES—, SR FELEEE, ARLRE
MRS G R AT ARAR" , S —E 8%, RERER. KK L SmLEP by
A0 2¢ BTk, 200uL /S B S, ImL TRaol, RISERRBSE FRIZIES
3min, FPE Smin JFE.L (4°C; 10,000g; 10min), B I-FEHIA 200pL A, BAURY
30s, ## 8 Smin JFE.L (4T, 12,0000/min; Smin), #H L% &S EHRE—K,
BRELEMASEBRRNE, 8#ES, %8 Snin, B4 (4C, 12,0000/min,
0min), X Fif. EHFEMEFINA lnl 75% 8 Z BB BT F.L (4C,
12,000r/min; Smin), 3% Ei&. 7 RNA A Inl 2B, F20CEFRATIRE,
TERRZA, FROH, HUIRETRTET, W 20uL XMAK LR, B 3ul
B OD i, HRMTFRE,
2.2 xHE"
2.2.1 RNA 5 RNA B IA 3 MBI 2% g% B, £ 2505
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10min; FAIFHAHRMZMpoly (A) HWEBEHE (1oL 50 02uL 2% B/, Paly (A)
lpg/mL) . SERERES RNA FISHREDA 2ug/nl,
22.2 A SMESECANER, 81EHE Sul. BN EERR 7 20 x SSC
TRE 1h, KRR EEK ERT, ]%, BTRAN Sul BIEH RNA, SR /E
BT, BE TR RERTE 120C FHHE 30min, SREHITHRI,
2.2.3 TR BREFHERBBAKERT, & 200ul/cn’ MARZREHO, K5
TEA0THAA 1h,
2.2.4 ZX: BHBFARCHEHIMABIRZHBT, FEEEKER 100ng/mL, FHT#
312 ~16h,
23 MEMAE
FYERRMRTE & H R BEMRIR AL T nh 3k 30 min, Mk 2 % SRGRKIEmBEE rhi
FRERBERR; 7 1% i Blocing B B 37 30min; FEHUTF M PIRSR 30min; RIMELEE
PPEE 1min, ME2 R TERRTUZR P T 3 min; B 10wl YIS RHAT
Hige; Rf5-~6h, RUEBHEEA TE oL R, RERHRTEEH.
BERAFAMIEEA CSH30 WEKEEEEABIGETIN, 85 AR %
EiE, RELRESRATEESN, fERl b EOERNE.

2.4 GitHE
FIF Excel #4785t
3 ERESH

3.1 BRRERHRZESRASH
ATEEEFRAATRN, BITEERBE RNAREERABEE#H 7L, &
RRE2 AL,
%2 BBEM RNA BRACHE

BERAN 4 8 12 16 20
148604 + 112043.3 « 78641.30 & 50568. 27 + 33674.29 +
RUEEE
20903. 42 27831. 43 29410. 74 1945. 542 23521. 23
160000
.
140.000 - v=-7287 86x+172178.57
120,000 | R%=0 0%
b
3 100,000}
g
® 20000}
T o000t
40,000 | .
20,000
(] L L — I 1
0 s 10 15 20 25
mEAER

Bl1 40 RNA RFIBBEMARSRALETHHXRER
BRI TSR], 2GS SEEEERNA WRAFHBMAN X
R, RUARIHEE LN ASEEHERE BN,
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3.2 InAIRENERRE
LR AERL L, MHEEHS PR RrREAHTRN, ZFREERI, &N
FREENDRENHEFRTERAOZRSRER L —B .
B3 HHW M R albus, R flavefaciens, F. succinogenes 381k

B v B $ng;fﬂwg Krause!® Michalet-Doreau!") Weimer[*)
Rumincoccus albus (% ) 1. 66 £0.20 qu; 0711 059159
Rumincoccus flavefaciens (% ) 274+019 1.4 2.7 0.06 ~0.21
Fibrobacter succinogenes {% } 1762028 1.8-4.0 2.1-6.3 0.9 ~0. 40

4 g

EEMEYRE— MR EL0OBE, STENRETh —BESMEYX RE
BBE. BHETFEEEREFENRBYE, E4NRBEHEEMEYTEEMHE,
At EEgr 2R ER YRS SERSBIE 2 MRE R, BiEM 165 (RNA £H
FRgABIEEN KRB, LEdFEAN LS — R U ELTMRES, i
#8165 rRNA FEEEER AN E LTSNS YREN—FA I TH,

RNA EREMMEERSTHMAPHTRINEEMRTERM, HEEHEREEX
FHE, £ RNA BREMOEBRDBRAIIEAOHE FE#IT—THEX, ENTREDH
AT R, XA RNA SRS, MeEZNRCRET FAHKEH.

B, FEFENHTEEYRES Y EERANEERECHMEMFITAR
BAIE RN EIE S 46 T 15 ed, T TR B s yokvr, HeiEABES
A SRS, TESEINARME AN ENSENSESLYH
B RNA BEATHE, FrUATER R Jr i alATiEed BB T 605 RNA R B E S H
BT ACHER R, SRS FEEFHHECHE. AR Eal ERONLEEE
HadfT3 Mg MANaEn, SRR R SWAKHIAE, (Krause, 1999;
Michalet-Doreau, 2001 ) HIA AR kT EREHEXHPIRPER.
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