Thorax 1999;54:145-146

145

Short papers

Institute of Infectious
Diseases, University of
Sassari, 07100 Sassari,
Italy

A Aceti

M S Mura

F Saba

S Babudieri

Department of
Biomedical Sciences,
Section of
Experimental and
Clinical Microbiology,
University of Sassari,
Sassari, Italy

S Zanetti

L A Sechi

Department of
Genetics, Biology and
Medical Chemistry,
University of Turin,
Turin, Italy

F Turrini

F Mannu

Institute of
Microbiology, Faculty
of Medicine, Catholic
University, Rome, Italy
G Fadda

Correspondence to:
Professor A Aceti.

Received 29 May 1998
Returned to author

12 August 1998

Revised manuscript received
10 November 1998
Accepted for publication

11 November 1998

Identification of HIV patients with active
pulmonary tuberculosis using urine based
polymerase chain reaction assay

Antonio Aceti, Stefania Zanetti, Maria S Mura, LLeonardo A Sechi, Franco Turrini,
Franca Saba, Sergio Babudieri, Franca Mannu, Giovanni Fadda

Abstract

Background—Despite the increased dis-
semination of tuberculosis among HIV
infected patients, the diagnosis is difficult
to establish. Traditional microbiological
methods lack satisfactory sensitivity. We
have developed a highly sensitive and spe-
cific nested polymerase chain reaction
(PCR) capable of detecting Mycobacte-
rium tuberculosis DNA in urine speci-
mens and have used this test to examine
urine specimens from HIV patients with
active pulmonary tuberculosis.
Methods—Urine specimens from 13 HIV
infected patients with microbiologically
proven active pulmonary tuberculosis, 10
AIDS patients with non-tuberculous my-
cobacterial infection (documented by
blood culture), 53 AIDS patients with no
evidence of mycobacterial disease, and 80
healthy subjects (25 with positive skin test
to purified protein derivative) were tested
for M tuberculosis using PCR, acid fast
staining (AFS), and culture.

Results—Of the urine specimens from
patients with active tuberculosis, all tested
positive by PCR, two by culture, and none
by AFS. No reactivity was observed in
urine specimens from patients with non-
tuberculous mycobacterial infection. Of
the 53 AIDS patients without mycobacte-
rial infection, one had a positive urine
PCR. Normal subjects were all negative.
Conclusions—Urine based nested PCR for
M tuberculosis may be a useful test for
identifying HIV patients with pulmonary
tuberculosis.
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Tuberculosis is the most common serious HIV
related infection worldwide, but decreased
reactivity to purified protein derivative (PPD),
atypical presentations, and confusion with
other HIV related infections hamper the
diagnosis of tuberculosis in AIDS patients.!
Traditional microbiological methods are com-
plex and time consuming and they lack

satisfactory sensitivity. Genomic detection by
polymerase chain reaction (PCR) has been
reported to be a rapid, simple, and very sensi-
tive tool for detecting mycobacteria in clinical
samples.” > We have developed a highly sensi-
tive and specific nested PCR capable of detect-
ing M tuberculosis DNA in urine specimens.*
We have recently examined urine specimens
from HIV positive patients with active pulmo-
nary tuberculosis using this technique.

Methods

Thirteen HIV infected patients (nine men) of
mean (SD) age 28 (5) years (range 24-35)
admitted to the Institute of Infectious Diseases
of the University of Sassari, Italy with micro-
biologically proven pulmonary tuberculosis
(positive sputum by direct examination and/or
culture) were studied. The median CD4 count
was 165 x 101 (range 100-306). None had
clinical or biochemical evidence of genitouri-
nary disease. Ten patients with AIDS with a
non-tuberculous mycobacterial infection docu-
mented by blood culture (median CD4 count
45 x 10°1 range 5-87) were also studied, and
53 consecutive AIDS patients with no evidence
of mycobacterial disease on the chest radio-
graph and on blood, stool and urine cultures
(median CD4 count 97 x 10%1; range 18-195).
None of these patients had previously been
treated for tuberculosis. Eighty healthy subjects
(25 with positive skin test to PPD) served as
controls.

After informed consent was obtained, morn-
ing urine was collected from patients and con-
trols for three consecutive days. The three
urine specimens taken from each subject were
combined and centrifuged at 3000g for 20
minutes, the supernatant was removed, and the
pellet was resuspended in 2 ml of NaOH 4%.
After incubation for 15 minutes 40 ml of phos-
phate buffered saline (PBS) were added and
the samples again centrifuged at 3000g for 20
minutes. The pellets were retained, resus-
pended in 1 ml of PBS, and aliquots of 100 ul
were stored at —80°C for analysis by PCR.
Urine based PCR was carried out according to
the method previously described.! Two sets of
primers specific for IS6110 were selected; outer
primers were TB290 (5'-GGCGGGACAA-

BuAdos Aq paldaloid 1sanb Ag 20z ‘0T IMdy U0 /wod g xeloyy//:dny woly papeojumod "666T Areniqad T U0 T2 ¥S XUYY9STT 0T Se paysiignd 1siy :xeioy L


http://thorax.bmj.com/

146

Table 1  Positive results for M tuberculosis obtained by testing urine specimens from
different groups of subjects using PCR, culture method, and acid fast staining (AFS)

Group No. PCR positive  Culture positive AFS positive
HIV patients with tuberculosis 13 13 (100%) 2 (15.4%) 0
HIV patients with non-tuberculous
mycobacteriosis 10 0 0 0
HIV patients with no mycobacteriosis 53 1 (1.8%) 0 0
Healthy subjects 80 0 0

CGCCGAATTGCGAA)andTB856 (5'-CGA-
GCGTAGGCGTCGGTGACAAAG); inner
primers were TB431 (5'-TACTACGACCA-
CATCAACCG) and TB740 (5'-CGCTGAT-
CCGGCCACAGCCC). The sensitivity of
nested PCR, estimated by diluting the H37Rv
chromosomal DNA, was 1 equivalent genome.
No amplification product was obtained with M
avium, M fortuitum, M xenopii, M kansasii, M
malmoense, or M chelonei. The identity of the
PCR products was demonstrated by perform-
ing different Southern blots using the IS6110
as a probe against the amplified products from
various species of mycobacteria.’

Urine specimens were tested for M tuberculo-
sis by direct examination using acid fast
staining (AFS) and by culture on the Bactec
system (Bactec 460 TB, Beckton Dickinson).

The study was approved by the ethics
committee of the Faculty of Medicine of the
University of Sassari.

Results

Of 13 HIV patients with pulmonary tuberculo-
sis, all had urine positive for M tuberculosis by
nested PCR, only two (15.4%) by the culture
method, and none by AFS. No positivity was
observed in urine specimens from patients with
non-tuberculous mycobacterial infection. Of
53 AIDS patients without clinical evidence of
mycobacterial infection, one (1.8%) had a
positive urine PCR. Normal subjects were all
negative (table 1).

Discussion

The results of this study establish the useful-
ness of the PCR assay for the rapid detection of
M tuberculosis in urine samples from HIV posi-
tive patients. Indeed, by using this technique
we could detect mycobacterial DNA in all the
cases of pulmonary tuberculosis we studied
and no false positive results were seen in
patients infected with mycobacteria other than
M tuberculosis. The AIDS patient with a
positive urine PCR without clinical and micro-
biological evidence of tuberculosis at the time
of the study developed a disseminated tubercu-
losis two months later. It is possible that this
technique, with its very high level of sensitivity,
can identify the infection before it is clinically
diagnosed. It has been reported that a nested
PCR based on the IS6110 was able to amplify
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DNA from mycobacteria other than M
tuberculosis.” However, none of the other myco-
bacteria tested in our study gave amplification
products when assayed with PCR. This may be
because of the higher specificity of the primers
we selected.

Previous studies have shown that, except in
patients with genitourinary disease, submission
of urine specimens to the traditional microbiol-
ogy laboratory for identification of M tuberculo-
sis 18 rarely useful in the diagnosis of
tuberculosis.” ®

M tuberculosis has recently been detected in
the blood from 39 of 41 patients with proven
pulmonary tuberculosis using DNA
amplification.’ This finding provides evidence
that mycobacteria can enter the circulation
even in the absence of clinical signs of dissemi-
nation. It is therefore conceivable that these
bacteria may be cleared from the blood stream
in the urine. Indeed, in our study all the
patients with pulmonary tuberculosis tested
positive by urine PCR analysis. It therefore
appears that the organism may be present in
the urine of all patients with active tuberculo-
sis, or at least in those with AIDS. Because of
the clearance of non-viable organisms and/or
the very low bacterial load in urine specimens,
mycobacteria cannot be detected using con-
ventional methods. The development of tech-
nologies such as DNA amplification would
have a significant effect on the diagnosis of
tuberculosis. Urine samples are easily collected
and any mycobacteria present can be concen-
trated by centrifugation and promptly and
effectively detected by DNA amplification.
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