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Detection of Pneumocystis carinii DNA in Rats by PCR-ELISA

CHEN Sheng-xia JIANG Xu-gan QIU Jin-bo XU Hui-juan SHUAI Lian-yun
School of Medical Technology Jiangsu University Zhenjiang 212001 China

Abstract  Objective  To establish a PCR-ELISA and evaluate its use in detecting DNA of Preumocystis carinit P. ¢
in rat model. Methods SD rats and Wistar rats were used in the experiment. P. ¢ DNA from rat lung tissue and BALF was
amplified by PCR. The amplified products were visualized by ethidium bromide EB staining after agarose gel electrophoresis or
detected by ELISA. The results were compared with that by Giemsa stain. Results  The positive rate in the two species of
rats by the two methods was 96.4% and 100% in lung tissue 96.4% and 100% in BALF respectively with no significant
difference P >0.05 . Giemsa positive samples were all positive by PCR-ELISA. The negative control group had one positive by
ELISA in lung tissue and BALF respectively. ~ Conclusion  PCR-ELISA shows a high sensitivity and specificity in detecting
the DNA of Pneumocystis carinit  which is a secure and easy use method.
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pAZ102E-5"-GATGGCTGTTTCCAAGCCCA-3’ 5 P.c 346 bp
I pAZ102H-5'-GTGTACGTTG- ELISA 45 1: 50
CAAAGTACTC-3’ 5 40 50 ul/ 37C2
h 4 < 2 2 x SSC
2 Na(Cl NaOH 6 40
2.1 Giemsa 2 pl 5 x SSC 10 pl PCR 37 °C 30 min
BALF Giemsa 1: 1 000 50 ul/
100 P. ¢ / 37 C 30 min TMB 50 pl/ 37 C
2.2 P. ¢DNA SD Wistar 10 min 2 mol/L H,S0, 25 pl DG3022
28 0 @ DNA A 30
2 mm’ TE Ays =x+2s
Tris EDTA  HCI 0.5 ml
1.5 ml 20%
SDS 25 pul K 2 mg/ml 25 pl 1 PCR BALF P. ¢ DNA
60 °C 1 ~3 h (2 BALF DNA PCR P. ¢ DNA 1 1
BALF 50 pl 1.5 ml TE 0.5 ml 20%
SDS 25 pl K 2 mg/ml 25 pl 55 °C bp
1~2h 100
BALF 200
2 000 x 10 min
I: 1 2 000 x 500
g 10 min 750
2000 x g 10 min DNA L 000
2.3 PCR DNA 1l
50 wl 5.0
mmol/L MgCl, 0.2 mmol/L dNTPs 1.0 wmol/L 1 2 Sb 3 Sb
4 SD BALF 5 Wistar
3 U Taq DNA 93 C 3min 93§ wiw | BALF
G 60s 55°C 30s 72 C 30 s 30 1 Negative control 2 Positive control in lung tissue in SD rat
3 Positive in lung tissue in SD rats 4 Positive in BALF in SD rats
72 C 7 min DNA 5 Positive in lung tissue in Wistar rats 6 Positive in BALF in Wistar
ThermoHybaid PCR Express s 1 PCR P.c DNA
2.4 PCR Fig.1 Results of P. c DNA by PCR
1. 5% EB
1 Giemsa PCR PCR-ELISA BALF P. ¢ DNA
Table 1 Results of Giemsa staining and P. ¢ DNA by PCR and PCR-ELISA in lung tissue and BALF in rats
Experiment Control
Group Lung tissue BALF Lung tissue BALF
SD Wistar SD Wistar SD Wistar SD Wistar
Giemsa staining 89.3% 100% 60. 7% 78.6%
25/28 28/28 17/28 22/28 0 0 0 0
PCR 96.4% 100% 96. 4% 100% 10. 0% 0 10. 0% 0
27/28 28/28 27/28 28/28 1/10 1/10
PCR-ELISA 96.4% 100% 96. 4% 100% 10. 0% 10. 0% 10. 0% 10. 0%
27/28 28/28 27/28 28/28 1/10 1/10 1/10 1/10
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