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[ Abstract] Objective To explore the application value of PCR technique on
rapid diagnosis of disseminated penicillosis marneffei in patients with AIDS. Methods
Total of 21 AIDS cases complicated with penicillosis marneffei were enrolled to collect
a serial samples including uncultured blood samples, positive blood cultures and posi-

tive bone marrow cultures before receiving antifungal therapy. Twelve blood samples
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from healthy individuals were processed as negative controls. The genome DNA were
extracted from these specimens and amplified with fungal consensus primers ITS1 and
ITS4. Subsequently, the PCR products were sequenced, then the sequences were a-
ligned with those nucleotide sequences in GenBank. Results A 500-600 bp DNA
product was detected in all 21 positive blood cultures and positive bone marrow cul-
tures, and 2 uncultured blood samples, but not in 12 blood samples from healthy indi-
viduals. The sequences of these PCR products were highly concordant (97% -100% )
with those Penicilium marneffei (PM) isolates originated from Guangdong, Japanese,
Thailand and Indonesia (accessions: AB298970, AB298950, L37406, AJ853738),
which proved it to be PM. The genetic distances of rDNA ITS sequences between PM
and Neoformans cryptococcus or Aspergillus fumigatus were the farthest, while were clo-
sest between PM and Penicillium funiculosum or Penicillium citrinum belonging to Peni-
cillium species. Conclusions PM in positive culture samples could be sensitively and
specifically detected by PCR, which can effectively shorten the time for PM identifica-
tion. However, the positive rate of directly detecting PM in uncultured blood by PCR
is very low, which needs further improvement.

[ Key words] Penicillosis marneffei; Polymerase chain reaction (PCR); Ac-
quired immunodeficiency syndrome ( AIDS) ; tDNA ITS sequence
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AU = T H SR AR EE A I ) B A 2 i 5L nT DA R 4 J 12 W
iAo ASBIF ST PCR FAR 4 21 B3 A B HUE PSM RS R 1 55 (4 1f
A TR 3% TR AR B 1 I B B BE S SR W A TR, AR DRSS 0 PM Y
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wg/ml) ;2.5 mmol/L dNTPs 4 pl, 10 pmol/L 5|#¥)2 wl,5 U/l rTaqg i 0.5 pl
35.5 wl ddH,0, PCR 434 F i 45 44:95°C B8 ¥ 5 min;35 MEFF:95°C 254k 1
min,55C Bk 1 min,72°C ZEfH 1 min; fx )5 72°C #E/§ 10 min, PCR F2¥14% 1% ¥
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4. FEHN I3 AT D0 25 R e AU AR Fasta 4% X OFAE B OSCA % 2, 7E GenBank
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3755 GenBank 23 A7 () HABE & rDNA I1TS Jy 31 47 HoX 20 87, 2 N-J 70+
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BEE 5> T AE WA R i b & %, PCR AR AH: 15 J38 110 AR A e S
Iz T 2R CE M Ee s as L ARk, AT RS2 PCR 5 B
PM #4112 W, FAZ A W) 3 DR 41 HP 2 A2 W R 19 5k DR 40, 45 28S rDNA (5S rDNA |
18S rDNA 15.8S rDNA 4 Fift, HoAE e o fR 13k FEAH % | B BEHES , A0 1 22 1] Hy 7]
bR IX 2B, Hid 18S.5.8S Al 28S rDNA JE[RZH i 1 N6 SHBATT, = FH B EARST,
WA TR SR R MR IA] B 2R G840 A o 8] B XA P9 4 sk 1) B X (in-
ternal transcribed spacer, ITS) , 145 ITS1 & ITS2 W54, B T aE A0 AR X% 0 i B
S PM B TR R, Hisg 88 vDNA TTS [X 51 44,5 P 3 18S rDNA |
28S tDNA 1934 Fr# A Fr a4 TTST [X.5. 8S rDNA [ ITS2 [X ) 58 %% 7 51 , #1146 +H
SR E SR . [FIE, T DNA ITS X BEEA R 5e e, XER 8 FokF FBA
B SR, w5 AT PCR 9739 I 5 B2 51 20 A, AT 28 PME' ) Mekha
£l P LB I 51 4 TTS1 A ITSA i h 418 1 2216 58 £k PM fY tDNA TTS, Il ¥
255 GenBank /MM A PM A rDNA ITS 81 BE4T HE X, ESE 3 K PM, 1 HA
[F] 35 X 11 'DNA ITS 581 1 BE AR ~F . U4 0 PCR Gl 'DNA ITS ()05 5 faj B
ELR S AR I 8 (B R T A i) 4 B B 3R PM 5 AT RE SRS A I i 75
[T AR DNA | B @G it [T 4 (29 5 d) AT ANRE R B P 12 B 2K
AHFFEH ] PCR FAR, K0 21 5] AIDS 5 -4 5t PSM B3 R AR A H 1Y
PM rDNA ITS [#51l, SEERZ5 R o, 21 o FHMA: ML 35 558 21 0y BH PR B B R 55
K2 AR BEFR M ARASREY 38 B B 0945407, WP IEsE  PM, i 4 A 34 R 1
FANIEH 1 ~2 d BIA] Wi 2 R4 WA . FERL LA B PR CH M55 5= 0 11 3
K2 DNA , § 48 H: rDNA ITS JF50 307, — A7 1 d i), Rk, fd A PCR J7
ARG PH PR IR, R 2 ~3 d IHE) M A S B A 8 B3R 5 M e ik (6
~10d) , [ PA52y 3 ~8 do (AL, R HZ ke et PSM, ANMUEA R 419
TR PE R S 8 HAA P, B IG R R 2R #E B PSM R o il 6, (H 15 0F
— TR AET . AN BE ] PCR BLEED 3 R 5% 5% L3 HL A9 PM tDNA TS,
ToEEERE A BT R, 21 i ARG SFR M P 2 yARAs PCR 3RAG A2,
JEMEARAR (9. 5% ) o 43 #7 H: i PR ] BB 2 AR 135 7 LM R 26 2 L R B A oy B, S 3
PM & & AIK, H 280 T H AR N, REFE IR 1) PM JE[H 41 DNA # HA R, /™
520 PCR P 38350% . — HA2HE| & & PM JE[H 40 DNA,PCR §" 34 19 f5 4
R 3K 3 100% o R, ™ —2500F 58 T DA Z2 7 THI 2l 8 S50, Q0K 0 220 it s g e
ARy L) 2T B R T P YIR A B (P 55K PCR 7kt AT 2
TS ) AR TG A BH AR
AMFGE SR B A, CAFFI TR AR A PM SRS . an ez ik i
Il RSP AR, 75 2% B 2 1 A 5 1 40 o0 EC T FH S |, 938 245 5 ] g 2 e
YLD TR G R B ER B A BR A L A T AR A EL A, I 51 4 A R S X T
S AE W B, AT A EL X PM 5 HA B & 19 «DNA ITS 51, i LA
HPM 55008 i 2 B AR A 2R TR B B ER R NS ER TR 2 8] s A B A
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PE , H: 'DNA ITS FEFAHRIEEAR , 33X W FE 12 X3 4 = 5 ) AR AT R 4L T 75 )
TEHE o [R)ESE, PM 5595 25 1 LA B R, AR o 55 T A 7 5 1 S Rl ) ) i A% B
BRI, 2 rDNA ITS [P AR &, ABATO AR 2 B 11 22 1], $ 7 AT AFE %
XA T 2 B R SRS 1

G ) EL R TE 3522 58 58 132 F A0 5 5256 25 p 52 i, A5 R 48 e T
VERIRIME,, H BB . i F PCR 52 ARG I BHA: 1L A0 ( 2%) & $& ) PM rDNA ITS
RS PMRH X BN 2 0 L PR, I 5 A R Y 8 BEORE FIRE S e, A R 2
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