2005 4F 32 (2) WAy EM $73-

EHAS PCREAKGEKRE LN FEHN LR
£j¥§JJ ﬂ ﬁy ﬁjtﬁ? gﬁﬁw¢2 D+ﬁdﬁl *ﬁEH#m

(R EaRSER Rl 430072)"  (RUESATB LER RiL 430080)°

WE: ERSIT kM1 18 B R RBURE MM EHE DNA, FERBRKER
220 bp A4, 18 BidS R AEFE 505 18 FRHEF BRI PCR I M =M R 25 R B H#
HAE BB SM; S fh37 H2ENER AP 05 %5 5 5080 E MR AT B skt 1T 238
%, LESRSAER -, FHRTMNETATRESRRERERE. 80 flinEirE
SRRAEEETE APLAE ST RY R PCR &8k iRl BtEE0508 (52.5%) #
(67.5% ), £ PCR Z S ERTRITH LGSR L YEERAERRE, HRHI.
k4. ®fAs9, PCR, EEHME, B20HE

hES#£S: RM46 TEHFIAE: A XEFEHRS: 02532654 (2005) 02-0073-05

Universal Primer PCR for Detection of Clinic Bacteria
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Abstract: Universal primes and eligonueleotide probe with genus specific were designed. PCR targeted conserved
sequence of bacterial 165 rDNA gene fragment, combined with dot-blot hybridization was used. . 18 clinical bac-
teria and drug-resistant bacterial strains were amplified by PCR, and about 220 bp fragment were produced in the
same condition. The probe only hybridized with corresponding PCR products. Results showed that every probe
was highly specific. Compare 1o the bacterial strains of 37 clinical samples of 5 genuses. Those were authenticated
by identified system of Biomeyieux API bacleria in France with these by this method. The result was the same Re-
sults showed that those probes were highly speeific and highly accurate. 80 clinical samples bested by identified
systern of Biomeyieux API bacteria in France The positive vote was 52. 5% but bested by PCR and dot-blot by hy-
bridization technique, the positive rate was 67. 5% . The result showed that the samples’ positive rate tested by
this method was highly than raditional bioetional biolog culture technique. The sensitivity of bacterial samples
was 18CFU/ml. This method is highly specific, sensitive, rapid, simple as well as economical and reduces the
chances of cross contamination.
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KB R 44113 2R R B 1021t
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HEEEREHWARE 26068 AT B SR RIS 35218
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HEMAR 480 BB 18 {L (RBESAR]), BN bR —{UET ), BENR
AHA Kodak 20075, KifH, ERIEK. DNA BO8 (REEEW T BRERA ™
i) . DNA 3 A& N (32E Rouche A=) . BRI (ERMELAESH),

1.3 SIEEETERSITSER

AR 18 il KA WEBHE Y 16S (DNA FF3) (W& 2), &2 PILmiTE i
f9 165 DNA f ATHEHL, F DNA FeFlortrdk st i7 le Xt RIBILITER, HEFI5]
PRgiteoren, BETRECRIY, ATERKEAENEH, RIBRREEREFS )
SHERD I REL . 57214 5 AAGACCCATACAGGGCGCGAT 3'; Fi314. 5/GC-
CCCACGCCACCCCT 3'; FRiithdRer M3k 2, BFFEH M 5w REdRie, Tk
B RETEY TRA D
1.4 HRNE&E :

BEMF RS T EAME, W I100ul 2.0 P, ABER 10 min 5, RE
i &7
1.5 PCR 1%

25ul 49 PCR K ik £+, 4 10 x PCR buffer 2.5pL, 2.5 mmol/L dNTPQ. 5L,
2.5 UTaq B8, | F¥F514904& 50 pmmol, H45 MR DNA Btk Spl, A ELHEEEKE
SRR 25uL, IMABIAL S 25SpL BiIEE R, PCRIGHE 4 94CHIZEHE S min,
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94CAE 1 min, S5CIRK 1 min , 72°C I 1 min, 335 MEH, RE MHCEME]
min, S5CiB K 1 min, 72°CHAH 5 min,
1.6 PCR =3

R 1% s sEgE e Tk, 0.5 x TBE, 5V/em 3k 30 min, RICLERE, EHX
E4 {3 PCR PPHiEfT il
1.7 PCR =@ EFIRE

¥ PCR ¥ 34 P i J5 s F Pl A
1.8 HEHRIFH PCR YR THRN

R HEEYRIMCHEH ST, 230, BE. BAFHR, FDNA SR G
&, BRAR AN BRBKEBEE LR,

#2 WRAEANRBRES
W BHE (57 —3°)

KEITE 5" TCCTGCTTTAACATTATGACG 3°
WREEAM 5" CTGTGAAAGACACCTCTATAC 3°
FEHRRBE 5' TRCAATATTTCTGAAACTTAC 37
B B i T BT 5' AACCTTACTGACCAATGACTC 3'
ERAWEERE 5" GTAACCTGCGATCTGTCACTG 37
i L 5’ GACTAATCAATGATACGACT 3°
e A% ¢ TR B 5' ATACTATCTTAGACAAGTCCAC 3'
HaTEBTFW 5" ATTTGATCGCTCATGCAGATA 3°
AREEATHE 5" TCCTAACATTCATAATGGACT 3’
i R IR E R 5" ATAACCCGGGTGGTGACATGE 3°
B AT 5" TACAGTCGCTGCCTCAGCGCA 37
g T o 5" ACGATGGTGTTCATACAAAGC 3’
KRV ERE 5’ CTATTAATACGCTCAAATGCT 3°
KA 5* ATACCCCAGGGGACGGGAGAG 3!
GO 5" TCATACAGTGCATATGAGGAC 3°
MRk 3 (A o 5' CTCAATATATGATTCCGTTAT 3°
BRESHEGE RS 5" CGATGCAGTCOTAATGCCTTIGC 37
e 108 5 ATGATA CTC TATCGTAACTTT 3’
I p S B RE 5" TCGTCATCTATATGAGTACIT 3°
NERREHNEHE 5 GTATGGATTCACTATTGATA 3°
L9 #HitFAE
RHYEFEHX K.
2 gR

2.1 s|¥miE AR

88 A 5 | Hr %t 18 Fhilt K F WBA TR MR BEHE T PCR 738, ¥9ERMHME DNA
£% (B1), R85, 5 DNA Markers 4835 B8, I~ 4724 220 bp, S5@HHERE.
RATHEHEE S X R e RS ST 3R 4T PCR ¥ 1%, RIEHHESRW, RHIERITHSI
WEARBSNNRE, R, FZSI19% 13 20 BRIE 3 HyEmIE K S d kit PCR
1%, JREK 220 bp PEE
2.2 PCR EENMHESEAR

¥ B 3 Ak T 0HEOH K B B PR B RR B B R TT 10 R RTIEE R, B RS
RER10°, REHE—HRECEENT PCR RN, SR, NEEEEN
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B 1 EMEIY A DNA =Y ik B
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BIMATHE, 5 PAESRENR

18 4~/mL &5, BVREIRE R 1070, HATLIEIEAMRE, RERIEAHEATERSA
B R,
2.3 PCR™WHIFIINE

J3 THEBFRB 21 PCR =Y 2R ZE M BN BL, 4% PCR 7™ 9 B 4G40/ #E4T
Wrr, HNESRSHRERKRGFETLE (FRILERER), S5RER, NFEE
REREFITEL . XRUERTERAREIERE,
2.4 PCRMERHHAZRN

¥ PCR =Y SIREFHATRICRNL, BRAE 3, £4o

F3 FTEHEPCRHS5E—HFIAHRERESER

#E K LR EWERA ey ] 2RI
Kiptri + - - -
SHOHWRE - + -
RS - - + -
Ckelin] - - - +

+ RAMERMAMBE, - RRRREEAEE
£4 FTRARFFTHESETRNABRRATEEER

mEEsrds KEHHE SHEHHRETH SHATHBSH B YA B R

1+2+3+4 + + + +

24344 - + + +
3 +4 - - + +
4 - - - +
1 KEHERE, 2 SHOCHEREREH, 3 EBEFF@&'# 4 BWMITEERE, + RaRIENAM
%, - BRELENNAR
ut%%fﬁ&%,%m$ﬁ&ﬁﬁ%§%ﬁﬁﬁﬁ%%ﬁﬁﬁ,m%ﬁ%?%
REH
2.5 IS ERKESENENREEE
5 Rh 37 ik EN Bk AP Q15 %€ R G0 E M R ST BB Bk T PCR 303k %
S, HhXBRAES 4, ARMRERET 5, WREERHE F, FRFES A, &
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HOHARKEI Y, EESRSEBH -8, EUAERITHRTESRENFFT.
%@V$%¢(ﬁ M. WS BYRER) FHALEEEBERAREERGER
RAZSEHITRE, WELFHERES,
£S5 80 PliGFRFH 5 PCR R ERNAE = LR

LR ik 3 7231 4, Nk ] R frit

L N 10 25 14 20 11 80

EWEFE 2 (2000%) 14 (56.0%) 9 (64.3%) 13 (65.0%) 4 (36.3%) 42 (52.3%)

PCH 223 3 {30.0%) I8 {72.0%) 11 (78.6%) 16 {80.0%) 6 {54.6%) 54 (67.5%)"
= P< 0.0l

3 it

16S rRNA fEE B H A A SRS BERY, #HEIHEEE 2Tk
E”ﬁﬁﬁ%ﬁﬁﬁ,Eﬁﬁﬁﬁﬁiﬁﬁﬁm,Eﬁ?EZEﬁﬁgﬁﬁw¢ﬁﬁ

R (V. Vi), REMAERE ., &, fFEHFTARRERNZESR, & 165 rRNA BiuTLAFE
RN EMERE, TG AR R R A AR T, RITTAIAA A 165
rRNA AR 5 8 R B RN s | i R F K A 514, 7 o (A /T 25 X 5
B PIBGRE, B3 A5 PR eI BT AR O R O, BRI AR SR
RS RS, KB T RBAER)TEERS .

FATBBITEGE RS P3T 18 Mol BF RBUR bRk Bk Ry @kt 17 PCR 473,

gk DNA 4%, S ERZIR AT PCR Y1, RICTI8, BB s R A%
R R R RS R A SR TR B K AT B BRI TR AT 10 R A
FINRE, MBWOKES 18 P /mL if, BPRRERMCAE N 10°RY, YISRATLAZE) PCR &g H
B, EAAN B HE KHIRA B, Fi# PCR F~H E it m T8 T, RS
ERRERRFIET R R B, S FER SRR e —-BG FAMAER PCR
YR R A RAE R A e S AR AR A R, SREAE TR
RAFAME MBS, BRSRATEAATERERENERE, T2E5 T
R,

Har, SHE0AELN I EAREBERE, URRCHs F# E%%
TR E T RARICVOCE KRR SO O] 22 S BT A
%?Kﬁﬁ#&,ﬁ#%MTEHﬁmﬁﬁﬁ,*ﬂ?%ﬁ%ﬁfoﬁ$iﬁ%ﬁﬁ
RAS1ES & PCR Z30 — I PEAG T 18 FPANE RPRINE ik, BRAR| T .0 il 248
RS X ET RO, B, R T ABUHER R R S RN ERHRIE
., ERTREEH B MRALLEYS RN, AERKORG, BAR
ORI, MEERE, WE, RE. REES. KRR, BEENE, ARA S,
5FERK LW, BAAERF S0 MR .
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