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Ee sy #, ¥ #R it 2 B RT-PCR 7 I BRAG | PDAP
B0 B R B

1 #HREFE

1.1 fEFIER k4201441 F ~2015 47 AR
PDAP AFE#BERKEE KR ERENE A
FEBBATA, 5862010 4 ISPD #5874 LU
T3 RARMER I 2 KBRS BT AR O KEIE.
JE 3% OB RN R G Q@ BB AR
HHKTF 100 x 10°/L, hMRL 4 i b 51 K F 0. 505
@ BHBHRERAREMAEDERK, HEDOS5®
WR e VE R A B 3L 70 ), Hop 5B 33 f,
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1.2.1 #%mEizs 7] 5E PDAP A& ABxatEp
ZIFEBE SR E R (U ERSEERNE KRR
f£,6 h NEEAG) , DEAGRE 72 R AR, R B oM 4% 35 4R
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Ffo JIEEL250 ml 37 B AT RS0 (4 000 1/
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ml EEELEF, BT -80 CIkEHEERATEL
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1.2.2 B# & mE DNA 2B 3 I8 HiPure Plas-
mid EF Micro Kit #4(#& DNA $£2BGA ] S /e £ 3 M
PR PR E4H P DNA, F TG B WK e, %
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1.2.3 @8 RT-PCR %% S0 43t
16SrRNA FFH frsy B e Fl—xH@ s, LiEs)
¥ 3] % . 5'-AGAGTTTGATCCTGGCTCAG-3', T i
2| ¥ K %1 . 5'-ACGGCTACCTTGTTACGACTT-3',,
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f#/ SYBR Green 1 ZEGYpHE TR , B £ 3
R AR E R K DNA SREUR h FEYEXT BE, G
B DEPC /K ABAMEXT IR, B AR E 3 M ERE L
DARAER R . RMNEE R 20 pl, KN &HR:
95 CHAH: S min; EFFR 7195 °C .10 5,60 C 33
s(WUEETOE, JEIF 40 1K) s VAR 2R .95 °C |15 5,60
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RSB RITMERT , NG S HEERRY i, B
PR 15 S H B/ NME LB CT E) <32 RIEMF
& EPLEIE  WFH PCR BA .
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FIEHREN R PCR TR , 28 IR ET AW B %
M 2R A BRA B (S E M5 RIEE T
FIREL) , R ESAREMEER B ERCN
FHYEXT AR, LB DEPC 7K M FAHEXT BR, B AK R A
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2.1 fRg¥EF  TOBIREA A HEBIE SR KT

#®1 #H—RT-PCR ZABEMFYRRSFS

Ml SIHFEFI(5'3") TN (5'3")

EREERE F: ATATTTCAGATGCGGCATTAG ACATTGCACAGTCTGCGATTAGTC
R:CAATTCTTTTTCGAGTTGAGTGAT

M EERE F:ACGCTTATGAAAAAGTGCTGTC AACATACCACTACGAGGCCCAATA
R:TGACGCATCGAATCATCTTAT

SEBEERE F:TGATACACCTGAAACAAAGCAT TGGTCCTGAAGCAAGTGCATT
R: ACTCGAGTTCAATTTTCTTTGC

BREBEMERE F:TGACAGCCGTGTTTTGGTAG CAACCTCAATTTCAC GGGCAT
R:CAGGTAGCGTGCTCTTGACATC

KGR AE F;CTTCGAGACGGGCTACGC CGTCAGCATCGGGGAGCGTT
R:GAACGCTTATGGTCACGGTCT

G A F:GGCGATGACTGATGACCGT TGTCCAGGTCATGCT TCGCC
R: GCTGCAACCTCGACGATACGC

#*x2 £TERT-PCR FXBEHEMSIPRRSET

WH SIFFHN(5'3") TEREE (5'3")

REWEIRE F.TCGTTTCCGTAGCTTGTTG TGATTTAGACGCCGAGCAAGTGACA
R:TTGCACGTTCTTCAGGTGTC

T M EIRE F; TCGTGCTGCAACACACAATA CGCGGAGCAGAAGCAAGTGC
R :CGACTAAGCGACCACGTTCT

SEAHERE F: AGCGATTGATGGTGATACGG TGGTCCTGAAGCAAGTGCATTTACG
R:CGCTAAGCCACGTCCATATT

RIS AN MAERREE F;CACTGCAGCAGCAACAACTC TGGGCTTGGACGTTTGGGAA
R:CGTTGCGGTATTTCACGTAG

KA F.GTGGCGCGGCGACTT CCATCGCCATCTGCTGCACGC
R:GTCGCCACCAATCCCCA

SRR A B F:ATTCTCTGCTCTGGCTCTGG CACCGGTTGCAGCAGCCACT

R : CAGAGCTTCGTCAGCCTTG
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95.65% ,Fp S5t PE N 45.83% , B B i R @K
HI#E A RT-PCR 7£ 4 ~6 h oA BIVAT B 4 4 JC 20 B &
B BULSR R AN B R . SEs b, X 46 B
BEFE PR RYREA A 2 8 A RT-PCR | Z A 3
WH R BATE, %5 B AT RETE 35 SR AR A A V5 e, B
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BRI IRBCRAE A AR A ZE 3 1] PCR SR 9 4
B, T4 DNA BHRBUS M BIVE AT, A
SCHR! P G 7 B 266 SRR A7 7E PCR R
LRI, AnAE 2% PR AE T4 Taq RAEHIE
F 5 X FR A I TR/ PCR 9 R 0%, 32 55 R BA M 45
R BN A R IR L AEAR DNA ¥ B J B2 BT %

AT DGR L (BRBESE R TERR . 3T 24 Bk 5
FATERIREAS , F 13 Bl RT-PCR P, X AT RE 5
PCR $2A B8 RS AR G , TEREAS BT & ) 40 08 B AR
D, RGBSR AR AR BE K, H PCR 3853 45
VRS ER O MME, Mo, HE AT B
RRHTAERBA H IR MR SRR A bR R
RESHBENMEHITER, B EHk % PCR
e tE, RE NP AR5, Hied
AR B K DNA R 15 et o] B dE
SHEY T R B PR MR E AR R T
B, LA 13 Bl A R BIA R E R T AR
SHRA PCR A A B R SR PCR FEQRIEY
i PCR i REGBEAEAN b, 76 VAR R N T 3
B I T SRR RS, T AR A L e
IEEORTIEE . TEERENIE PCR 1 57 BiREA o, B Fl
RT-PCR #futh 38 iFEAs, Horb 1 e Se k3R 45 R
NEEOH AR, RT-PCR 45 5 4 7 M4 # 3%
B R AR R R TIRA SR AW E B
B, KB BT AR N LS B ) A 40 B A R T
HoR 19 BUREAS T RE B SEEGAG IV BB AE , BURR B
RATERNEE P, 5 H S50 Y KB
B DM R E BB A, %8 i — RT-
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PCR 5¢ A 6 FEUm kil BT B ()28 6 ~9 h, £
H RT-PCR {{7F 2 ~3 h BIA] 5€ i, HB— RT-PCR
T X} [E]— A S A , ANME TR R R e o, A6
FRIBATER: , RIRT SN T IR R AR5 Y B AR
YIfa GRS , XA I 45 B B W S AR it
£ & RT-PCR BIERTHME R ERIES AR
R HEBERZANAREERF BRFERY 1, B
TE5 | Wik it RS AR AL BB iR R M C B3
THRRERE, B RER NS, DR ARE
FEGIERRET A BRENE ST 8, S0
R R SRR RN, B e,

Hit g R A, RT-PCR AR K EWRE
HEERMASE ARNEAPAESE. 28
RT-PCR [ ] [R] B K I S P 3OR T , b B2— RT-PCR
R B AU (TR0, 3B 7 24 A ; 7E PDAP 40 B 4
RE A —E WG R R FRE, A B SRS IR SRS
B AT EWIAR PDAP BUR B HTRZ.
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Application analysis of multiplex real-time PCR assays for detection

of pathogenic bacterium in peritoneal dialysis-associated peritonitis
Yan Wenwen', Shen Jilu®, Li Xiaofeng', et al
(' Dept of Nephrology,” Dept of Clinical Laboratory, The First Affiliated Hospital
of Anhui Medical University, Hefei 230022)

Abstract Objective To estimate the clinical value of bacterial detection in peritoneal dialysis-associated peritoni-
tis( PDAP) by multiplex real-time polymerase chain reaction ( RT-PCR ). Methods

specimens were collected, conventional bacterial culture and SYBR Green RT-PCR detection of the bacterial uni-

Seventy peritoneal dialysate

versal primers were used respectively. According to references and the bacterial culture results of these 70 speci-
mens, six common bacteria of PDAP were selected in this assay, multiplex and monoplex RT-PCR were used re-
spectively to exam the positive specimens by SYBR Green RT-PCR detection. Results The positive rate of tradi-
tional culture among the 70 cases was 65. 71% . The SYBR Green RT-PCR detection results showed that 70 speci-
mens total positive rate was 81.43% , and there was statistical difference between the two methods( P <0.05). In
the detection of these 6 common pathogenic bacteria, both multiplex and monoplex RT-PCR assays found 38 cases

of positive samples among the 57 specimens detected by SYBR Green RT-PCR. The results of the two methods were
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M ERRIGARBEMIRENER, FE EHER
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R BEREBRB(BMD J(21.1 £3.2) kg/m’, BikHY
BRI E AR (26.0 £8.2) om®, B JA Hg I T AR 5 F RS Bl
R BUA BRI AR (r = 0.928, P <0.001) . 4E % B 1
BER FIRRTFE I AH (8] 1 22 e A SR THE R (P <0.05) , Tii 4
B FATT X INM PR ZE R ELEITEE L. ZHE
ST BRAFES BMIL B A i 5 T AR v ML SE R R (P <
0.05). &t & AN AR S eI P RS 5 17 DL B B0 4
1847 , AR B ARG AR AR A R AE RO BUEA b ol 4 Sy 1
SREERER, BIAER T BMI,
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AR X, T BMI 7 T H0 W g i 4 46 O MERR 1 b
FEBRPE. BHRTE WS EERM CT 5 MRI X2
T 368 1o R R ) 2 AR A Ay B TR AR ( visceral adipose
area, VAA) B ETIEHFEL, EFERZRR,
BFEE"™ SRR 75 6 ) LB A7 0 TET RS BMIT B 467 2
T VAA KF  HX— T ERBERTREAR, T
HEBRER, MERE, 2R GEE X BER
ARG IE BRI W4 40 H 8, R 3X — 48 4R TEAl
VAA By RIATHE R B IRAR G B A AE AR o

1 #E5H%

1.1 FHER kg 201241 5 ~2012 46 A4
TRERKEE B ERr % B BHEIT A
HIERE R, PAHE:O© BRTEHZE, RATTT
JE#B CT f#x, & BMIL; @ ARAJ ASA ¥4 1~2 4
BE:Q TEEEERAR + D2 HEEBFTANR
#Ho HEBRIRE: © THEUFALKEFAREE;
@ ITHEERBEERBAA, AFHEEESBRIEAR
BE Q@ RPHAHMPBIIREE ;@ &3 HE
WARESRAEITERFREE,

1.2 FERMEBER T 144 GlEHE A%
R WEARGIEKLE Clavien REX A ALK
BIBEFTIERIESMR , Forp Clavien 1 2% 27 4, T4
9, M43 B, V&2 I, VRO Fl, #RiEEKRH
JEPr< (UICC)2014 H & TNM 3 4R HE, AR
HRIEA T NAE H R AEA T K AEH #1750
WY, WAL [B] AR BE 45 2R, B4 i — AR BT RH
MIFE1,

completely identical. One of the positive samples examined by RT-PCR was different form classical bacterial cul-

ture, and the remaining 19 cases failed to clear strains of pathogenic bacteria. SYBR Green PCR for detecting path-

ogenic bacteria could show resulis in 4 ~6 hours, and in the experiments of the 6 common bacteria, monoplex RT-

PCR could be finished in 6 ~9 hours,but multiplex RT-PCR just needed at most 3 hours. Conclusion Compared

with the traditional culture method, all of the three RT-PCR assays are sensitive, specific, and more rapidly. The

multiplex RT-PCR can detect several kinds of bacteria simultaneously, be more practical ,convenient and economi-

cal than that of the monoplex RT-PCR.
Key words

bacteria cultures

peritoneal dialysis-associated peritonitis; pathogenic bacteria; real-time polymerase chain reaction;



