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Pathogenic microorganism detection in AIDS patients 
using bronchoalveolar lavage fluid
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Abstract: This study aimed to investigate the use of fiberoptic bronchoscopy and bronchoalveolar lavage in the 
diagnosis of pulmonary pathogenic microorganism infection in AIDS patients. We retrospectively analyzed the clini-
cal data, fiberoptic bronchoscopy and bronchoalveolar lavage fluid laboratory examinations of 209 AIDS patients 
with pulmonary infection. Among 209 patients, we found 42 cases of mycobacterial infection, 3 cases of bacterial 
infection, 58 cases of pneumocystis carinii pneumonia (PCP), 27 cases that were fungal positive, 99 cases of CMV, 
and 103 cases positive for GM test of which 83 cases were considered Aspergillus positive. BALF pathogen distribu-
tion was related to CD4+ T lymphocyte count. The primary pathogens of pulmonary infection in AIDS patients were 
cytomegalovirus, Mycobacterium tuberculosis, fungi, and Pneumocystis carinii. Fiberoptic bronchoscopy and bron-
choalveolar lavage are important in the diagnosis of pathogenic microorganisms in lung infections of AIDS patients.
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Introduction

Pulmonary infection is one of the most com-
mon complications of AIDS patients, with a high 
mortality. Early diagnosis and targeted treat-
ment are key to improving prognosis [1]. The 
pathogens causing pulmonary infection include 
fungi, viruses, or Mycobacterium tuberculosis 
[2]. Due to the complexity of the pathogens and 
the lack of specific clinical and chest radiogra-
phy findings, the diagnosis of lung infections in 
AIDS patients is still challenging.

Pulmonary infection in AIDS patients tends to 
be severe, and often combined with respiratory 
failure which may be life-threatening [3, 4]. 
Clinical diagnosis of pulmonary infections gen-
erally includes microscopic examination of 
smears or cultures of respiratory specimens, 
galactomannan (GM) test, cryptococcal latex 
agglutination test [5, 6], PCR-based genetic 
diagnosis methods [7], and chest imaging 
examinations [8, 9]. Previous studies have 
shown that combined use of diagnostic meth-
ods might improve the diagnosis of pulmonary 

infection [7, 10, 11]. Respiratory specimens for 
clinical diagnosis mainly include sputum drain-
age, bronchoscopy, bronchoalveolar lavage 
fluid (BALF), and lung biopsy.

In this study, we studied 209 cases by bron-
choscopy and BALF in terms of the pathogenic 
microorganism composition, and we discuss 
the value of bronchoalveolar lavage (BAL) in  
the diagnosis of pulmonary infection in AIDS 
patients.

Material and methods

Patients and fiberoptic bronchoscopy

209 AIDS patients with pulmonary infection 
were recruited for bronchoscopy in the Xixi 
Hospital of Hangzhou China, from May 2016 to 
June 2019. All AIDS patients met the diagnostic 
criteria of AIDS treatment guidelines. Among 
209 patients, 193 were males and 16 were 
females. The age ranged from 18 to 81 years, 
with an average age of 37.9 years old. Patients 
were subjected to lymphocyte subset analysis 
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by flow cytometry to determine CD4+ T lympho-
cyte counts. One week after hospitalization 
BAL was performed after bronchoscopy. This 
study was approved by the Ethics Committee of 
Xixi Hospital of Hangzhou. The participant con-
sent was written and was performed in accor-
dance with the ethical standards of the 
Declaration of Helsinki of 1964.

BALF cytology test

Slides of the BALF samples were prepared  
for differential cell counts by centrifugation of 
undiluted samples and subsequent smear of 
the cell pellet [12]. Acid-fast staining, fluores-
cent staining and Mycobacterium tuberculos- 
is culture were performed according to Fukun- 
aga et al.’s method [13]. The Cytomegalovirus 
(CMV) DNA load detection described by 
Okahara et al. was performed [14]. Hexamine 
silver staining techniques and PCR were per-
formed to diagnose pneumocystis carinii pneu-
monia (PCP) in BALF [15, 16]. GM detection 
was performed to detect aspergillus infection 
[5, 17]. 

qPCR

The DNA extracted from BALF was performed 
with the QIAamp DNA kit (Qiagen, France) 
according to the manufacturer’s instructions. 
Before extraction, all samples were centrifuged 
at 3,000 rpm for 5 min. The qPCR was per-
formed according to Noguchi et al.’s method 
[18]. The primers described by Wakefield et al. 
[19] for the amplification of a part of the mito-
chondrial gene encoding for the large subunit 
of rRNA were used: pAZ102E (5’-GATGGCTGTT- 
TCCAAGCCCA-3’) and pAZ102H (5’-GTGTACGT- 
TGCAAAGTACTC-3’).

Statistical analysis

Statistical analyses were performed with SPSS 
11.5 software. Measurement data are present-
ed as mean ± standard deviation (x ± s). For the 
statistical analyses, the t-test and χ2 test were 
used, and a value of P<0.05 was considered 
significant. 

Results

BALF pathogen distribution

Among the 209 AIDS patients who under- 
went BAL, 189 patients were positive for BALF 
pathogenic assays including smear, culture, 
and PCR, with the positive rate at 90.4%. 99 
cases were positive in CMV DNA load detec- 
tion (>500 cp/ml) (49 cases of CMV DNA load 
<104 cp/ml; 28 cases of 104~105 cp/ml; 22 
cases >105 cp/ml), the positive rate of 47.4%. 
Hexamine silver staining and PCR confirmed  
58 cases were Pneumocystis carinii positive. 
Fungal smear and culture showed 27 cases 
positive (13 cases of Cryptococcus neofor-
mans, 14 Talaromyces marneffei). Acid-fast 
staining smear, fluorescent staining, and cul-
ture revealed 42 Mycobacterium cases includ-
ing 34 cases of Mycobacterium tuberculosis 
and 8 cases of Mycobacterium avium. GM 
results showed 103 cases were positive (cut-
off value >0.5, 83 cases of Aspergillus, 14 
cases of Talaromyces marneffei, 6 cases of 
Cryptococcus neoformans). 3 cases of bacteri-
al culture were positive (Pseudomonas aeru- 
ginosa). Of all the BALF pathogenic positive 
patients, 47.1% were single pathogen infected 
(89 cases), 42.3% were double infected (80 
cases), and 10.6% were triple infected (20 
cases) (Tables 1 and 2). In addition, 10.0% (21 
cases) of 209 patients were CMV DNA positive 
in serum and 38.8% (81 cases) in urine.

Relationship between CD4+ T lymphocyte 
counts and BALF pathogen distribution

Among the 189 BALF pathogenic positive 
patients, 114 patients’ (60.3%) CD4+ T lym-
phocyte counts were <50/µl, 53 patients’ 
(28.0%) CD4+ T lymphocyte counts were 50- 
200/µl, and 22 patients’ (11.6%) CD4+ T lym-
phocyte counts were >200/µl. The difference 
was statistically significant (χ2=6.645, P<0.05) 
(Table 3).

Table 1. BALF pathogens and infection rate in 
209 AIDS patients

Pathogen Number of  
infections

Infection 
rate

Cytomegalovirus 99 47.4%
Pneumocystis carinii 58 27.8%
Cryptococcus neoformans 13 6.2%
Talaromyces marneffei 14 6.7%
Mycobacterium tuberculosis 34 16.3%
Mycobacterium avium 8 3.8%
Aspergillus 83 39.7%
Pseudomonas aeruginosa 3 1.4%



BALF pathogenic microorganism detection in AIDS

1729 Int J Clin Exp Pathol 2020;13(7):1727-1732

Discussion

In our study, the positive rate of pathogenic 
diagnosis of lung infection was 90.4% 
(189/209). The pathogens were mainly CMV, 
Pneumocystis carinii, Aspergillus, Cryptococc- 
us, Talaromyces marneffei, and Mycobacteri- 
um. The higher pulmonary infection rates are 
related to immunodeficiency. Interestingly, only 
3 cases were positive for bacterial culture, con-
sidering these patients accepted extensive 
spectrum antibiotics before and after admis-
sion. Although the patients have low immunity 
and lung infection, fiberoptic bronchoscopy and 
bronchoalveolar lavage were well tolerated, 
and no obvious complications were observed 

<50/ul. Our results showed that the positive 
rate of CMV DNA was 47.4% (99/209) in BALF, 
10.0% in serum, and 38.8% in urine, indicating 
that CMV quantitative PCR is more sensitive in 
BALF. However, whether CMV DNA positive in 
BALF can be diagnosed as cytomegalovirus 
pneumonia (CMVP) needs further confirmation. 
One study reported that CMV activation was an 
indicator of immunosuppressive state and dis-
ease severity and did not require treatment 
[21]. Xue et al. found that CMV load >1.75 × 104 
cp/ml in rheumatism BALF showed diagnostic 
value in CMVP [22]. CMVP often combines with 
Mycobacteria, Pneumocystis carinii, and fungi, 
which can cause fever, cough, dyspnea, and 
interstitial pneumonia. Besides, it was found 

Table 2. Distribution and composition ratio of BALF pathogens in 189 AIDS patients
Pathogen Number of cases Composition ratio (%)
Single pathogen 89 47.09
    Cytomegalovirus 27 14.29
    Pneumocystis carinii 28 14.81
    Mycobacterium tuberculosis 10 5.29
    Aspergillus 17 8.99
    Cryptococcus neoformans 3 1.59
    Talaromyces marneffei 4 2.12
Double infection 80 42.33
    Cytomegalovirus/Aspergillus 24 12.70
    Cytomegalovirus/Cryptococcus neoformans 8 4.23
    Cytomegalovirus/Pneumocystis carinii 4 2.12
    Cytomegalovirus/Mycobacterium avium 8 4.23
    Cytomegalovirus/Talaromyces marneffei 8 4.23
    Aspergillus /Pneumocystis carinii 16 8.47
    Aspergillus/Mycobacterium tuberculosis 8 4.23
    Mycobacterium tuberculosis/Cryptococcus neoformans 2 1.06
    Mycobacterium tuberculosis/Talaromyces marneffei 2 1.06
Triple infection 20 10.58
    Cytomegalovirus/Mycobacterium tuberculosis/Aspergillus 10 5.29
    Cytomegalovirus/Pneumocystis carinii/Aspergillus 8 4.23
    Cytomegalovirus/Mycobacterium tuberculosis/Pneumocystis carinii 2 1.06
Total 189 100.00

Table 3. Relationship between CD4+ T lymphocyte 
count and distribution of BALF pathogens

Pathogen N
CD4+ T lymphocyte count

<50/µl 50~200/µl >200/µl
Single pathogen 89 49 24 16
Compound infection 100 65 29 6
Pathogen negative 20 9 4 7
Total 209 123 57 29

after examination. This indicated that 
fiberoptic bronchoscopy and bronchoalve-
olar lavage is a valuable technique show-
ing safety in AIDS patients.

CMV is a common opportunistic pathogen 
of infection, but the detection sensitivity is 
poor. The seroprevalence of CMV in differ-
ent populations and regions is 40-100% 
[20]. The lungs were the main latent sites 
of CMV, mostly in patients with CD4+ T 
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that a higher CMV DNA load is significantly 
associated with mortality [23]. The combined 
infection of CMV in this group was 34.4% 
(72/209), so the detection of CMV DNA by BALF 
can be done in early stage for early anti-virus 
treatment.

Pneumocystis carinii is a common opportunis-
tic infection of AIDS, and nucleic acid detection 
is generally used due to the lack of reliable in 
vitro culture methods. The detection of Pneu- 
mocystis DNA in the respiratory tract without 
clinical manifestations is called Pneumocystis 
colonization [24]. The literature reports show- 
ed that 20.0% of adult oral rinses, 44.0% of 
non-HIV patients were positive by BALF, and 
46.0% of HIV-infected patients were Pneumo- 
cystis DNA positive [25-27]. The infection rate 
of BALF Pneumocystis in this study was 27.8% 
(58/209). In AIDS patients, Pneumocystis com-
bined with CMV co-infection is common at 
28~69% [28]. Our results showed CMV com-
bined with Pneumocystis was 6.7% (14/209), 
much lower than in other studies. This might be 
due to the active anti-Pneumocystis treatment 
after patients were admitted to the hospital.

GM is a polysaccharide component located  
on the cell wall of Aspergillus cells, which is 
released into blood and body fluids during  
the invasion of human tissues. A retrospective 
study found that the detection of BALF-GM is 
helpful in the diagnosis of invasive pulmonary 
aspergillosis (IPA) [29]. The EORTC/MSGIPA 
guidelines consider GM >0.5 to be a criterion 
for diagnosis of IPA. Gupta et al. found that a 
cut-off value >1 detected by BALF-GM will 
increase the specificity of diagnostic IPA [30]. 
In our study, 103 cases detected GM >0.5 
(49.3%), including 83 cases of Aspergillus, sup-
porting BALF-GM as a sensitive approach. 

AIDS patients have severely impaired immune 
function, repeated hospitalization, prolonged 
treatment, and administration of various anti-
bacterial drugs, resulting in continuous chang-
es in pathogens. Multiple infections are com-
mon in patients with CD4+ T cells <200/µl, 
especially patients with CD4+ T cells <50/µl.  
In our study, 180 patients exhibited CD4+ T 
cells <200/µl, 100 patients developed multiple 
infections, 65 of which had CD4+ T cells <50/
µl, suggesting that multiple infections should 
be noted based on T cell counting for early 

treatment. According to the clinical manifesta-
tions, a broad spectrum of anti-bacterial, anti-
fungal, and anti-CMV treatment options can be 
selected for immunodeficiency patients with 
pulmonary infection based on bronchoscopy.

Some limitations of the study need to be point-
ed out. Many pathogens have not been tested 
in our hospital due to limited approaches of 
microorganism detection. The pathogens asso-
ciated with a lung infection in AIDS patients 
also include respiratory syncytial virus, influen-
za virus, herpes virus, and mycoplasma. In 
addition, we were unable to identify pathogens 
in 20 patients (9.6%). Therefore, with the help 
of pathogenic microorganism detection by 
fiberoptic bronchoscopy and bronchoalveolar 
lavage, combined with clinical manifestations 
and imaging features, empirical treatment  
can be performed to improve the prognosis  
of patients as soon as possible effectively. 
However, more in-depth and multi-center, large-
sample studies are needed of the long-term 
benefit of fiberoptic bronchoscopy and bron-
choalveolar lavage examinations.

Acknowledgements

This work was supported by the Hangzhou 
Science and Technology Bureau project [20- 
170533B81] and clinical infection research 
project of Zhejiang Medical Association [20- 
16ZYC-A42].

Disclosure of conflict of interest

None.

Address correspondence to: Mingli Zhu, The Open 
Laboratory, Xixi Hospital of Hangzhou, No. 2, Heng- 
bu Road, Xihu District, Hangzhou 310023, China. 
E-mail: mlzhhz@163.com

References

[1] Benito N, Moreno A, Miro JM and Torres A. 
Pulmonary infections in HIV-infected patients: 
an update in the 21st century. Eur Respir J 
2012; 39: 730-45.

[2] El Kamel A, Joobeur S, Skhiri N, Cheikh 
Mhamed S, Mribah H and Rouatbi N. Fight 
against tuberculosis in the world. Rev Pneumol 
Clin 2015; 71: 181-7.

[3] Javadi S, Menias CO, Karbasian N, Shaaban A, 
Shah K, Osman A, Jensen CT, Lubner MG, 
Gaballah AH and Elsayes KM. HIV-related ma-
lignancies and mimics: imaging findings and 

mailto:mlzhhz@163.com


BALF pathogenic microorganism detection in AIDS

1731 Int J Clin Exp Pathol 2020;13(7):1727-1732

management. Radiographics 2018; 38: 2051-
68.

[4] Denis B and Lortholary O. Pulmonary fungal 
infection in patients with AIDS. Rev Mal Respir 
2013; 30: 682-95.

[5] Zhang XB, Chen GP, Lin QC, Lin X, Zhang HY 
and Wang JH. Bronchoalveolar lavage fluid ga-
lactomannan detection for diagnosis of inva-
sive pulmonary aspergillosis in chronic ob-
structive pulmonary disease. Med Mycol 2013; 
51: 688-95.

[6] Zhou Y, Lin PC, Ye JR, Su SS, Dong L, Wu Q, Xu 
HY, Xie YP and Li YP. The performance of se-
rum cryptococcal capsular polysaccharide an-
tigen test, histopathology and culture of the 
lung tissue for diagnosis of pulmonary crypto-
coccosis in patients without HIV infection. 
Infect Drug Resist 2018; 11: 2483-90.

[7] Hedhili S, Baccouchi N, Souid H, Jemli B and 
Gargouri S. Comparison of real-time PCR, nest-
ed PCR, and galactomannan antigen detection 
by enzyme-linked immunosorbent assay in 
sera for diagnosis of invasive aspergillosis. J 
Mycol Med 2017; 27: 487-93.

[8] Zhuang Q, Ma H, Zhang Y, Chen L, Wang L, 
Zheng L, Deng Z and Chen Z. Galactomannan 
in bronchoalveolar lavage fluid for diagnosis of 
invasive pulmonary aspergillosis with nonneu-
tropenic patients. Can Respir J 2017; 2017: 
3685261.

[9] Becker MJ, Lugtenburg EJ, Cornelissen JJ, Van 
Der Schee C, Hoogsteden HC and De Marie S. 
Galactomannan detection in computerized  
tomography-based broncho-alveolar lavage 
fluid and serum in haematological patients at 
risk for invasive pulmonary aspergillosis. Br J 
Haematol 2003; 121: 448-57.

[10] Guinea J, Padilla C, Escribano P, Muñoz P, 
Padilla B, Gijón P and Bouza E. Evaluation of 
MycAssayTM Aspergillus for diagnosis of inva-
sive pulmonary aspergillosis in patients with-
out hematological cancer. PLoS One 2013; 8: 
e61545.

[11] Buchheidt D, Reinwald M, Hofmann WK, Boch 
T and Spiess B. Evaluating the use of PCR for 
diagnosing invasive aspergillosis. Expert Rev 
Mol Diagn 2017; 17: 603-10.

[12] Kawanami T, Fukuda K, Yatera K, Kido M, 
Mukae H and Taniguchi H. A higher signifi-
cance of anaerobes: the clone library analysis 
of bacterial pleurisy. Chest 2011; 139: 600-8.

[13] Fukunaga H, Murakami T, Gondo T, Sugi K and 
Ishihara T. Sensitivity of acid-fast staining for 
Mycobacterium tuberculosis in formalin-fixed 
tissue. Am J Respir Crit Care Med 2002; 166: 
994-7.

[14] Okahara K, Nagata N, Shimada T, Joya A, 
Hayashida T, Gatanaga H, Oka S, Sakurai T, 
Uemura N and Akiyama J. Colonic cytomegalo-

virus detection by mucosal PCR and antiviral 
therapy in ulcerative colitis. PLoS One 2017; 
12: e0183951.

[15] Kaouech E, Kallel K, Anane S, Belhadj S, 
Abdellatif S, Mnif K, Ben Othmane T, Ben 
Lakhal S, Kilani B, Ben Châabane T and Chaker 
E. Pnemocystis jiroveci pneumonia: compari-
son between conventional PCR and staining 
techniques. Pathol Biol (Paris) 2009; 57: 373-
7.

[16] Flori P, Bellete B, Durand F, Raberin H, Cazorla 
C, Hafid J, Lucht F and Sung RTM. Comparison 
between real-time PCR, conventional PCR and 
different staining techniques for diagnosing 
Pneumocystis jiroveci pneumonia from bron-
choalveolar lavage specimens. J Med Microbiol 
2004; 53: 603-7.

[17] Khodavaisy S, Hedayati MT, Alialy M, Habibi 
MR and Badali H. Detection of galactomannan 
in bronchoalveolar lavage of the intensive care 
unit patients at risk for invasive aspergillosis. 
Curr Med Mycol 2015; 1: 12-7.

[18] Noguchi S, Mukae H, Kawanami T, Yamasaki 
K, Fukuda K, Akata K, Ishimoto H, Taniguchi H 
and Yatera K. Bacteriological assessment of 
healthcare-associated pneumonia using a 
clone library analysis. PLoS One 2015; 10: 
e0124697.

[19] Rabodonirina M, Raffenot D, Cotte L, Boibieux 
A, Mayençon M, Bayle G, Persat F, Rabatel F, 
Trepo C, Peyramond D and Piens MA. Rapid  
detection of Pneumocystis carinii in bronchoal-
veolar lavage specimens from human immu-
nodeficiency virus-infected patients: use of a 
simple DNA extraction procedure and nested 
PCR. J Clin Microbiol 1997; 35: 2748-51.

[20] Gianella S, Massanella M, Wertheim JO and 
Smith DM. The sordid affair between human 
herpesvirus and HIV. J Infect Dis 2015; 212: 
845-52.

[21] Papazian L, Hraiech S, Lehingue S, Roch A, 
Chiche L, Wiramus S and Forel JM. Cytomega- 
lovirus reactivation in ICU patients. Intensive 
Care Med 2016; 42: 28-37.

[22] Xue Y, Jiang L, Wan WG, Chen YM, Zhang J and 
Zhang ZC. Cytomegalovirus pneumonia in pa-
tients with rheumatic diseases after immuno-
suppressive therapy: a single center study in 
China. Chin Med J (Engl) 2016; 129: 267-73.

[23] Yu Q, Jia P, Su L, Zhao H and Que C. Outcomes 
and prognostic factors of non-HIV patients with 
pneumocystis jirovecii pneumonia and pulmo-
nary CMV co-infection: a retrospective cohort 
study. BMC Infect Dis 2017; 17: 392.

[24] Daly KR, Huang L, Morris A, Koch J, Crothers K, 
Levin L, Eiser S, Satwah S, Zucchi P and Walzer 
PD. Antibody response to Pneumocystis jirove-
cii major surface glycoprotein. Emerg Infect Dis 
2006; 12: 1231-7.



BALF pathogenic microorganism detection in AIDS

1732 Int J Clin Exp Pathol 2020;13(7):1727-1732

[25] Medrano FJ, Montes-Cano M, Conde M, de la 
Horra C, Respaldiza N, Gasch A, Perez-Lozano 
MJ, Varela JM and Calderon EJ. Pneumocystis 
jirovecii in general population. Emerg Infect Dis 
2005; 11: 245-50.

[26] Maskell NA, Waine DJ, Lindley A, Pepperell  
JC, Wakefield AE, Miller RF and Davies RJ. 
Asymptomatic carriage of Pneumocystis jirove-
ci in subjects undergoing bronchoscopy: a pro-
spective study. Thorax 2003; 58: 594-7.

[27] Morris A, Kingsley LA, Groner G, Lebedeva IP, 
Beard CB and Norris KA. Prevalence and clini-
cal predictors of Pneumocystis colonization 
among HIV-infected men. AIDS 2004; 18: 793-
8.

[28] Benfield TL, Helweg-Larsen J, Bang D, Junge  
J and Lundgren JD. Prognostic markers of 
short-term mortality in AIDS-associated Pneu- 
mocystis carinii pneumonia. Chest 2001; 119: 
844-51.

[29] Guo YL, Chen YQ, Wang K, Qin SM, Wu C and 
Kong JL. Accuracy of BAL galactomannan in 
diagnosing invasive aspergillosis: a bivariate 
metaanalysis and systematic review. Chest 
2010; 138: 817-24.

[30] Gupta A, Capoor MR, Shende T, Sharma  
B, Mohindra R, Suri JC and Gupta DK. 
Comparative evaluation of galactomannan 
test with bronchoalveolar lavage and serum for 
the diagnosis of invasive aspergillosis in pa-
tients with hematological malignancies. J Lab 
Physicians 2017; 9: 234-8.


