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Abstract

e AIM: To establish a method for rapid detection of clinical
suspect fungal corneal ulcer by reverse transcription-
polymerase chain reaction( RT-PCR).

¢ METHODS:: A pair of oligonucleotide sequences, which
was based on the conserved region of 18srRNA shared by
medically important conditioned fungi, was used as the
general primers to amplify the DNAs from clinical suspect
fungal corneal ulcer in a RT-PCR assay, and the result was
compared with culture.

e RESULTS:. A 400bp specific DNA product
successfully amplified. The positive rate of fungi culture
among 26 clinical specimens was 61.9% , while that of RT-
PCR amplification was 73.8%. In addition, the accuracy of
PCR method in this study was 83.8% , the sensitivity was
100.0% , and the specialty was 33.3%.

¢ CONCLUSION :PCR with the general primers is suitable
for rapid detection of fungal corneal ulcer because of
quickness and high positive rate.

¢ KEYWORDS . polymerase chain reaction; fungal corneal
ulcer; diagnosis

was

Zhao L, Zhang FY. Value of applied reverse transcription-polymerase
chain reaction in detecting fungal corneal ulcer. Gugi Yanke Zazhi

( Int J Ophthalmal) 2011;11(10) ;1758-1759

=

B 50T B A B I B ( RT-PCR ) e 38 I £ 250 5 M £

JET5 9712 W B

ik LIS B0 PE BB 18srtRNA 3L PR SF X [ — X 52
1758

KA R 740 S id FHS [, X RIS S 0B 1 A s 97 1)
42 BIkRAIEST RT-PCR A, I 5 R5 35 5 kb A 75t kb,
53R . 7E 400bp Ab H B DNA $ 88717 & R FHYE, 26 36 IR
FrRAS ) B R SR BE M, B 61.9% |, 4 RT-PCR #™
WABHME RN 73. 8% ,PCR § M UERPE N 83. 8% |, s ME N
100. 0% ,FE 57144 33.3%

518 B S W AT PCR RN A6 0 L 1 M £ IS5t 97
HEE PR PHMER R A BT B AR P2 T
KB A E RN ; L PR A R 5 12 K
DOI:10.3969/]. issn. 1672-5123.2011. 10. 023

BB, T B L 5k PCR7E 3 TR 14 AR T 157 0 P 12 W vp 1) ¢
. EIFRIRRLZe 2011;11(10) :1758-1759

0518

L T A T 7 e — A R R M AR R, R
TEYIES MR B 3R R, B IR EHE T 1878 4F
B Leber #25%:, VMR T 25 R A6, SCHk /D4
Ko AR TS PUA F R B T 3R RN G g I o 7
Tz N B AR 0 & R B TR A
FE B X O TR MR i e i R
SN B 1] L 30) B B 12 W s Sk PRI 3 T SE R TR
7, i U B 2R L R B 55, PRI o - bkt | oA 1) S0 5
FEWIT B IER RSk AR HE R L, DU AR
R g% 7 vk 5 e O R SR i AS e I IR I2 W IR I
B B LL FRATTR AR B0 P L 18srRNA FR5F X Y 55
ATIR)IT 5 hiE 519, LR & 5% B ( RT-PCR) # R
XF 42 il R 482 o0 BB BRG] A bR AR R AT AR I, -
SRR AT,
1 JWRFFE
1.1 38 B 2008-12/2010-11 S T8 B w12 185 I R 4L
12 E R 7 B 42 142 BR, 5B 30 1, 2 12 il
S 23 ~ 72 (P34 45) & it 10d ~ 6mo; 2R 22 24
iR20 H,
1.2 A%
1.2.18EFFE A BRENZ 10g/L BAT < PR A
Jey H8 2 THT DRI , A 10 AT B3V I W) LA B8 9 30 25 R/ 5 5t
IR R 22 508 2 1, 1 A% 3%, 76 JC 1 B AE T $5 Fh
TV IRER R 7R HE AL m, B F 25°C ~28°C {8 J¥ 40% ~
50% MRS RIS T R 9% 7 ~ 10d, A B A K E R # 7%
SEAE e LA S LR I i i e (B K B 22 B T RRIE R AT
BB Y 55 1 A PCR RS
1.2.2 PCR 3% (1)DNA [ . TIBUR) 55—y k40
AU E A 500nL PBS 19 1. 5mL B0 N, SR 5 A
100U A BERfE (lyticase) ,37°C R E 1h,6000g & .L> Imin, 5
¥ SRJE 2 I8 Biospin FLE LR 41 DNA $#EHGR 5 £ 158
BHRAE BRI DNA 55 5 RNA fi PCRY- ., (2)PCR &
. ECE S PR A AL(5°-ATTCCTCGTTGAAGAGCA-3) Al



Int J Ophthalmol, Vol.11, No.10, Oct. 2011 www. 1JO. cn
Tel.029-82245172 83085628 Email . 1JO. 2000 @163. com

A2 ( 5°-ACTCAACACGGGGAAACT-3"), PCR ja {& 1 >
25uL, H:H1 2 x Taq PCR master mix ( H K& 5490 4E (L #E
BABRAREME) 12.5uL, B L IS4 1L, DNA
B 6 WL, A 2 35850 FH TG B W I KR 2 . PCR S
SERG  RERE 120/ L BUIS SRS LTk EB et 424h
KT R B RLAR ZR G0 F A S 45 51, 7R3 S0 50 0
PRI ST BRI BRI X B A% i HR R A WA A7 45
PEP!, IR RFRARZE PCR P8BS )5 , Bri i BRI P BK £ 400bp
b H B DNA 338357 35 0 B

Bi it 341 K FH SPSS 11. 0 Ge i H 3Rk #4748 1145
M ECPE R R R R R BB, LA P <0.05 NS
EE R ="
2R

B 42 B A I R AR AR 2 RT-PCR #7184 30 5 BH 4 31
i, BHPERN 73. 8% ; LB REFRBHIER R 61.9% (26/42)
I RARAS B 1555 5 RT-PCR EL B4 W BHE 25 5 o &, 2%
SEAGH¥EX(P<0.05), VIEFEER NS,
RT-PCR " 34 i # M 83. 8% , HUJE P 100. 0% , %5 5 Pk
33.3% , L35 RT-PCR ¢ 3445 R Heds (v =8.2,P <
0.05),
3 it

L AP A 5 2 A I h SR PR IR S = — |, H TS
B SIS s . AR R A BB G BH PR SR A, B Rk B e
“ObRifE HFERT RS LA B A A S — R D A
B TCANPE R TE ARG T B, BB DU ZE A T R
SIS IER AL U A B 22 SR IR AR Z R 22
ARSI RO AR A, 4 SR e R £ B 4 J2 Isf, %o VR J2 ) 7 24
FILTZUME LUK A T8 B (%) AR, L XT89S 031) 1 S
BOBE I B SRR T e M — 2 & PCR HR AT
RSN KA 18 B0 FE 1 DNA A BE i 79 it 9 DNA
AIFESANR T A AR 3, HL A B 1 o, B v
WERPE AT S5 A5 00 A, PR I 3T 40 o BRI AR B 9% 1Y PCR
Kok iz, FRATTR I EL B 18srRNA 15 B 45T X i 14
158 514 Al (5°-ATTCCTCGTTGAAGAGCA-3") Fll A2(5°-
ACTCAACACGGGGAAACT-3) %t Z Fl i Fh 4T PCR 9 48
S G F% G Wt B bR AR I RE YR  (AUR AR Y R
oAb A Rl UE A L R S | B A R R S i
PR A B P A B 97 ) 42 BkR AR 54T RT-PCR £
W, 5583507 206 e, RT-PCR Kl 25 52 31 (6 B, 448
P %2k 73. 8% , T BL 1 1% 35 26 15 FH M, FHM: %
61.9% ,RT-PCR ¥ 44 5 BRI A A, 2R A G2
X (P<0.05),PCR ¥ G FHMER I B 5 TR, K
WS TE] b, LR RE 3% 0] LA T B RN, i I R 25 3R 9T $R 4t
WA AR B ARG IR, — M 2 Lwk 2245 A BEf
ST N LR Y , T RT-PCR AR ] 24 3 A IR 35 05
FRAHEE DNA, PCR ¥ 3% , 5h B A] i ELAG 56 i 75, Ho 3
e U Pk, PCR ARG 7612 W L B 7 £ B 2R 7 T 4
R IF BRI AR MG R . L E R
B I LA B EPEERIF ST N BAFR , 36 BEH0 a A 5 pRss oA A K
Ay HT R A 18 H 5 B AR Y fE

LA R P SRR S A PCR HARTEIZ W B
PE AR Fp AR ROl 2 R . PE R R PR
[ B 0 R Bomi e it 514, g e 5 M H ks i 0 i, 4o
Alexandrakis %5 UE: PCR ] #6528 8 71 5 5 | & 19 % B

AR UL 89% ; Kumar 45" B{I# PCR 454
FEAR Z2 251 (SSCP) 3 W FH Tk A Hh 08 T 2 4 I 52 )
LW, Gaudio %" PCR SR FREARMI L, Hoh 74%
4558, 10% Ml ) PCR Sy BHME , KRBT, 3% 1
15 PCR B 1537 BT IR PCR X PR A B 119 12
W ELA T B R

RT-PCR J&Hf RNA S5 %A1 PCR 455 R HE 7 1 —
Fit PCR AR, HSGHEAT S¥e 5% cRNA SRS 64T B PCR
BBz, R L PCR UL AN RT-PCR , i T LLAG 1
BAASAARE DT 10 A4 DR S RNA S 1 By 1k A6
R BEPE A, FATRIBOPT U T3 o X RE AT U I LA
TEABERL I A REAS L ECERT 25 A B OO, E IR 24 PR B
07 Je 28 B2 R 1 S R AN SR 51147 e R A 11,
ALK B2, Rt 2y DLK RO B A AT, B 12k
ATH A,

25 BRSO R b 42 Gy 92 LT 1 A R
97 OB A FEAT R, 15 5% BH AP AR A PCR Sl o 12 B
BEPE, ATTTHIA RT-PCR AG IS5 5 4 1E B 75 s RT-PCR (X5
BE5h, 1 E R S E FE Lwk  RT-PCR s isf (] 1] dg. /D>
T ECRRE IR S E YN R] A B T R P A 5 Y P 12
W s RT-PCR 4738 BH P 25 B 4 i) 35 70 s AR S0 ok B
8 TS | YT RT-PCR, RS 1 Hh B, A RERE J2 St
ANEJE SR H] RT-PCR AR E g b 2 Fe i — 2L A5
Ji 1) o A A RSN HR BT R, TR D P | o
il AT S R B AR P T i AR A L P ) 2
S FUR R, Ho ol TR A A A 3 R A A TR A, A
I, W RT-PCR J7 i AGH I PRAUIS Jhy LR A 35t 97 S8
PR FHURE T R RS 0 R A ORI K iR
JYRAEEZ L,
SE 3
1 Cami J, Farre M. Drug addiction. N Engl J Med 2003;349 (10) .
975-985
2 R, B, A, BB TE A IR 45 116 RS [ Bs IR
7% 2008 ;8(4) :830-831
3 B i R T A TR i IR VA o L T A A IR T8t 25 461 PR O
5. BEXEI 245 200857 (2) 1107
4 RFRF, B E G, %, — IS & T PCR SO R RERE AT Jo4RkE
J 2R B DNA 2507 2%, o E B 2E 2435 200631 (6) :340-342
5 MRRE, EHE=, BT A AR SR E R, 56 3 WL BT R
PR i R 2006 :934-938
6 Liesegang TJ. The Cornea. 2nd eds. Boston: Butter Worthheinemann
1998:219-246
THLE A0, A, 55 S BT B M A R I RS
. AEIRRLZRS 1999535:79
8 BTG, B2, B IE , 45 PCR G /e FL B M A B 0% H Y12 T
P BEXMERGZR S 200958 (2) :80-81
9 Alexandrakis G, Jalali S, Gloor P, et al. Diagnosis of Fusarium
keratitis in an animal model using the polymerase chain reaction. BrJ
Ophthalmol 1998;82(3) :306-311
10 Kumar M, Shukla PK. Use of PCR targeting of internal transcribed
spacer regions and single-stranded conformation polymorphism analysis of
sequence variation in different regions of rRNA genes in fungi for rapid
diagnosis of mycotic keratitis. J Clin Microbiol 2005 ;43 (2) :662-668
11 Gaudio PA, Gopinathan U, Sangwan V, e al . Hughes TE.
Polymerase chain reaction based detection of fungi in infected corneas.

BrJ Ophthalmol 2002 ;86(7) :755-760

1759



