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[Abstract] Objective To evaluate the direct detection ability of a self-developed PCR detection method
for Clostridium difficile in feces samples. Methods Feces of 244 patients with diarrhea in Yunnan First Peo-
ple’s Hospital were collected. Samples were tested by PCR and traditional anaerobic culture. The positive sam-
ples were detected by PCR and enzyme-linked immunofluorescence assay for Toxin A/B. Then MLST typing
technology was used to classify Clostridium difficile in positive samples. Results A total of 12 positive clos-
tridium difficile strains were detected in 244 samples by anaerobic culture and 28 were detected by PCR. The
detection rate was 4. 92% and 11. 48 % ,respectively. The difference was statistically significant (P =0. 008).
Among the 28 positive samples tested for Toxin A/B,24 were detected by PCR and 11 were detected by en-
zyme-linked immunofluorescence assay. The detection rate was 85. 71% and 39. 28 % ,respectively. The differ-
ence was statistically significant (P =0. 000 3). MLST typing of positive samples showed that only sporadic
diseases existed and no outbreaks occurred. Conclusion The self-developed PCR detection method has better
direct detection ability for Clostridium difficile in feces samples,which is suitable for rapid and large-scale epi-
demiological investigation.
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Bi g 48 h, ik th CD LAY Ba 94 147 4 22 Yo (UL 4
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M. ARSI Z i e B 0 CD Fe 5 M & 1151
' SR 50 pl f9 PCR MK &, Hob a4 80 1 L,
EFW5I4 2 ul, Taq B 0. 25 pl, PCR [ &
.95 °C A8 ¥ 5 min, 95 °C A8 30 5,57 CiB k
30 5,72 “C HEMH 25 s, 3 35 DFH, 72 °C % 5 4E
1 min, PCR =¥ H 1. 5% Big B EE . 120 V Lk
30 min, BE R AR R G W5 45 2, S50k 1E B R o )
Lvaf1=
1.3.3 BB % kEmn CDEF% A/B

B PCR a0 BH M B FE & 200 L WA 1 mL #E i
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1.3.4 PCR s E@AFAT CDHE A/BHA
AR

4 PCR A6 i) BH A i) 28 58 A A 3250 0 3 B TAT 1R
FEPR A AR 4 A B SCHR T 51 9. 5 R A 514 TedA-f
5-ATG GAT AGG TGG AGA AGT CA-3',TcdA-r
5-TAG CTG TAA TGC TTC AGT GG-3';H % B
214 TedB-f 5'-GGC TGA AGC TAA TGC AGA
TA-3',TedBr 5-TTA GCT CTT GCA TCG TCA
AA-3", M 50 pL WA R H AR 2 pL. =
TSI ¥4 1 uL .2 X TSINGKE Master MIX 25 pL,
F ddH,O #b & 50 pl. R 2k . 94 °C i A8 Pk
5 min, 94 ‘CA8PE 30 5,57 CiB k 30 s, 72 °C ZEf#
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*1 MLST 53 A CD ZEFE 514

FEH ElLY] il 3 ¥ 51 (5" —>3") PR (bp)

adk adk-F TTA CTT GGA CCT CCA GGT GC 635
adk-R TTT CCA CTT CCT AAG GCT GC

atpA atpA-F TGA TGA TTT AAG TAA ACA AGC TG 674
atpA-R AAT CAT GAG TGA AGT CTT CTC C

dxr dxr-F GCT ACT TTC CAT TCT ATC TG 525
dxr-R CCA ACT CTT TGT GCT ATA AA

glyA glyA-F ATA GCT GAT GAG GTT GGA GC 625

glyA-R

TTC TAG CCT TAG ATT CTT CAT C
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gkl MLST #8H CD ZERE35|#

HE A L] WEL 5 5'—>3") PR BE (bp)

recA recA-F CAG TAA TGA AAT TGG GAG AAG C 705
recA-R ATT CAG CTT GCT TAA ATG GTG

sodA sodA-F CCA GTT GTC AAT GTA TTC ATT TC 585
sodA-R ATA ACT TCA TTT GCT TTT ACA CC

tpi tpi-2-F ATG AGA AAA CCT ATA ATT GCA G 640
tpi-2-R TTG AAG GTT TAA CAC TTC CAC C
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IWiF Tk dE R A/B K, 258 878 PCR LK
Dk B PR 24 491 TG S 8 O iR A I o PR 11
i), K Hy 2R 435 ok 85. 71%.39. 28 % . PCR 5 ¥ 1 7%
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) Bk A FE R B 3 &R B B g 9B IA G
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SRR ) PCR 2 2 46

M 1 2 3 4

ZER K 2.3,
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M:5 000 bp DNA FRIiEH ;1 ~21: %54 58 1~21 5 i 38 bx
A CD #3535 PCR 74, Hop 4.7.14.,15.19 5 R BH bR A .
B 1 My EFIRA CD R ERE PCR =Y Bk E
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F4 8B COBREEMAMEMNEE CD MLST S BER

AR S adk atpA dxr glyA recA sodA tpi ST 14
34,159,171 1 1 2 1 > 3 1 2
54.136 1 1 2 1 1 1 1 3
19,140,198 1 1 6 1 8 5 1 15
57 1 1 2 1 1 5 3 17
139.219 1 1 6 1 4 3 4 26
108 1 1 2 1 6 5 3 33
14 2 5 8 1 1 3 6 35
151,183,231 3 7 3 8 6 9 11 37
4.7 3 7 10 8 7 2 10 39
162 1 4 7 1 1 3 3 54
153 1 1 2 6 1 1 3 98
15,125,167 1 3 6 1 1 1 3 129
59 2 1 2 1 1 1 11 139
64,240 3 3 10 8 7 2 15 158
68 2 5 8 1 1 3 1 218
91 1 1 2 1 1 1 3 354
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FIRERSCH A B Bt 3% 01 A B i R R, A
FIFREAE . BHarmim - E A ik CD Rk
T 0] 6 R G R fo 2 5 ek B R A/B A I AR £
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