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Background: Pakistan ranks 8" on the list of 22 high-burden tuberculosis (TB) countries in the world
according to the World Health Organization’s (WHO) Global Tuberculosis Control 2009. Including
other reasons the main cause is improper and late diagnosis of the disease. PCR may play an important
role to control the disease with its rapid, sensitive and specific diagnosis. But in Pakistan due to lake of
knowledge about this latest technique we are not using this technique appropriately. Clinicians still trust
on conventional methods of TB diagnosis, which are time consuming or insensitive. The present study
was arranged to highlight the importance of PCR in TB diagnosis in pulmonary and extra-pulmonary
cases and its comparison with conventional methods. Methods: Samples obtained from 290 patients of
suspected TB (pulmonary or extra-pulmonary) were subjected to ZN smear examination, LJ medium
culture and PCR test by amplifying 541bp fragment of Mycobacterium tuberculosis complex genome.
The present prospective study is performed at Shalamar Hospital Lahore from November 2008 to
November 2010. Results: A distinctly difference was observed in the test results done by PCR and
other conventional techniques in pulmonary or extra-pulmonary tuberculosis samples (p<0.001). The
sensitivity of different tests was 68.62% for PCR, 26.90% for LJ medium culture, and 14.14% for ZN
smear examination (p<0.05). However, there was no significant difference between different tests as for
as specificity was concerned. PCR test sensitivity in pulmonary and extra-pulmonary clinical samples
was 78.34 and 61.76% respectively, being significantly higher (»p<0.05) when compared with
sensitivity of other tests. The mean detection time for M. tuberculosis was 25 days by LJ medium
culture and less than 1 day by smear examination and PCR test. Conclusion: PCR test is more sensitive
than ZN smear examination and LJ medium culture for the diagnosis of TB in pulmonary and extra-
pulmonary clinical samples.
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INTRODUCTION

Tuberculosis (TB) is causing significant mortality and
morbidity in developing countries like Pakistan, where
the estimated incidence of TB is 181 per 100,000."
Factors contributing to this resurgence include the HIV
epidemic and immigration of people from countries
with a high incidence of tuberculosis. In 1993, the
World Health Organization (WHO) declared it to be a
global emergency and according to a recent WHO
report, there were 7.96 million new cases with 2
million deaths in 1997 alone.”

Most of the clinicians still based their
diagnosis in TB cases on acid fast bacilli (AFB) ZN
staining or LJ medium culturing. These techniques
either lack the sensitivity or are time consuming. Even
with concentrated samples, the sensitivity of
microscopy is not great (sensitivity is in the order of
105 acid-fast bacilli per ml of sputum).>* On the other
hand, culture methods are quite slow (requiring 3-8
weeks for completion). Once the presence of
mycobacterium is indicated additional biochemical
testing is required to identify the species. This also
requires time and experienced personnel for accurate
identification of isolates.” However, the disease most
often remains undiagnosed and even untreated. The

main difficulty with extra-pulmonary specimens is that
they yield very few bacilli and consequently are
associated with low sensitivity of acid fast bacillus
(AFB) smear and culture.’

The role of polymerase chain reaction (PCR)
in M. tuberculosis identification has been established
as a useful tool in pulmonary as well as
extrapulmonary samples.”® The introduction of nucleic
acid-based direct amplification tests to target
mycobacterial DNA or RNA directly from specimens,
is a most exciting milestone in diagnostic
mycobacteriology. Among nucleic  acid-based
techniques, available for the diagnosis of M.
tuberculosis, PCR is the most widely used, best studied
and most widely published technique. An increasing
number of laboratories have established PCR as a
supplementary test, since PCR provides good rates of
positive results and better turnaround time than culture
(days versus weeks) and smear examination.*’

Present study was arranged to see the efficacy
of PCR for detection of M. tuberculosis in different
pulmonary or extra-pulmonary clinical samples
comparing the result with smear examination and
conventional culturing using Lowenstein-Jensen (LJ)
medium.
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PATIENTS AND METHODS

A total of 290 samples obtained from patients with
pulmonary or extra-pulmonary TB having strong
clinical and radiological evidence, from December 2008
to December 2010 were included in this study. All the
necessary clinical details were obtained from the
patients in the format developed for this purpose. The
clinical samples (n=290) included in the study were
divided into two major groups, Pulmonary tuberculosis
(n=120) and extra-pulmonary tuberculosis (n=170). In
first group, 90 samples were sputum from suspected
cases of pulmonary TB, and 30 broncho-alveolar lavage
(BAL) from children with pulmonary TB. In extra-
pulmonary TB, 48 pleural fluids, 41 CSF, 34 pus, 27
urine and 20 ascitic fluids were received.

The present study was conducted at Shalamar
Hospital Laboratories, and TB Research Centre of
Pakistan Medical Research Council (PMRC), Mayo
Hospital, Lahore. The fresh specimens were collected in
sterile container at the Shalamar Hospital Laboratory
Lahore, either directly from the patients or from TB
ward, OPD and other wards of Shalamar Hospital at the
morning. All the samples were equally divided into two
separate sterile containers. One of these samples was
sent to PMRC for L] medium culturing and other was
processed in Shalamar Hospital laboratory for smear
examination and PCR. Direct and concentrated smears
were prepared from clinical samples after treating with
NALC  (N-acetyl-L-cysteine)-NaOH  method.'®"
Briefly, the NALC-NaOH methods involved the
decontamination and digestion of the clinical samples
with 2% NaOH (final concentration) in 0.5% NALC
and concentrated by centrifugation at 3,000 G for 15
min. Supernatant was discarded and to sediment, 1-2 ml
of sterile phosphate buffer of pH 6.8 (1-2 ml) was added
and centrifuge for 15 minutes at 3,000 G. Deposit was
used for smear examination and MTB DNA extraction.
Slides for smear examination were stained by Ziehl-
Neelsen method. "’

DNA was extracted from the deposit of
processed specimens as briefed before, using
commercially available DNAzo; BD DNA Isolation kit
(MRC, USA) with one initial modification step of
keeping the preliminary processed materials at 80 °C for
15 min for the inactivation of possible Mycobacteria.
The material was then processed as per the guidelines of
the manufacturer of the kit to obtain the DNA.

The PCR was performed on extracted DNA
samples using specific primers to amplify a 541bp
sequence of MTB complex." Briefly, a 25 ml reaction
mixture was set up containing 10.7 ml of double
distilled H,O, 2.5 ml of 10x buffer, 1.5 ml of 25 mM
MgCl,, 300 mM (each) of the four deoxyribonucleoside
triphosphate IU of Taq DNA polymerase (Fermentas), 1
ul of forward and reverse primer at final concentration
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of 10 pmol, and 5 ml of DNA sample. Positive control
DNA from H37Rv and negative controls (distilled
water, known negative samples) were used for
amplification. Amplification cycle used for PCR
included one initial cycle of 95 °C for 3 min then 35
cycles of 1 min at 94 °C, 1 min at 56 °C, and 1 min for
72 °C adding last one cycle of 72 °C for 7 min.

The PCR products were electrophoresed on a
2% agarose gel in 1x TBE buffer containing Ethedium
bromide at 10 mg/ml concentration; 3 pl of 50bp ladder
marker was also loaded. The samples were run at 120 V
for 40 min. Samples showing the presence of 541bp
band under ultraviolet transillumination were considered
positive.

RESULTS

Out of 290 samples we were able to see AFB only in 41
on ZN smear examination with a sensitivity of 14.14%.
On LJ medium culture M. tuberculosis bacilli growth
was seen in 78 samples having 26.90% sensitivity.
Identification percentage by PCR test was much higher
with sensitivity of 65.86 % (Table-1 and 2). Except two
samples all the culture isolates obtained were confirmed
as M. tuberculosis by PCR while in smear examination
all the positive cases were also positive by PCR. All the
50 negative control samples of sputum showed a
negative result in all the tests, thus giving 100%
specificity for all the tests used.

From 120 pulmonary samples (90 sputum and
30 BAL), 29 (20 sputum and 9 BAL) were positive on
AFB smear examination (24.17%), while 94 (70 sputum
and 24 BAL) samples were positive for mycobacterial
DNA by PCR assay (78.34%). PCR test identified
mycobacterial DNA in all 29 smear positive pulmonary
samples while of the 91 smear negative pulmonary
samples, 65 were also positive by PCR test (54.17%)
(Table-1).

In case of LJ medium culture methodology, 42
pulmonary TB samples (31 sputum and 11 BAL) were
positive on LJ medium (35%). PCR test was positive in
40 (95.23%) out of these 42 LJ medium positive samples
and found negative in 2 LJ medium positive sputum
sample (1.67%). PCR test was also positive in 52
samples out of 78 LJ medium culture negative samples
(66.67%) (Table-2). On comparing the results, PCR test
was found to be much more sensitive than AFB smear
examination and LJ medium culture in pulmonary TB
cases (p<0.05).

In 170 extra-pulmonary samples only 12
(7.06%) were detected as AFB positive by smear
examination. LJ medium culture showed positive result
in 36 samples (21.18%). All extra-pulmonary positive
samples by smear examination and LJ medium culture
were also found positive by PCR.
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Table-1: Comparison of Smear examination with PCR
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Smear +ve Smear +ve Smear -ve Smear -ve
Smear +ve PCR +ve PCR +ve PCR -ve PCR +ve PCR -ve
Sample No. (%) No. (%) No. (%) No. (%) No. (%) No. (%)
Pulmonary Tuberculosis Samples
Sputum (90) 20 (22.22) 70 (77.78) 20 (22.22) -- 50 (55.56) 20 (22.22)
BAL (30) 9 (30) 24 (80) 9(30) -- 15 (50) 6(20)
Total (120) 29 (24.17) 94 (78.33) 29 (24.17) -- 65 (54.17) 26 (21.67)
Extra-Pulmonary Tuberculosis Samples
Pleural Fluid (48) 4(8.33) 38 (79.17) 4(8.33) -- 34 (70.83) 10 (22.86)
CSF (41) 3(7.72) 24 (58.54) 3(7.317) -- 21(51.22) 17 (41.46)
PUS (34 3(8.82) 23 (67.65) 3(8.82) -- 20 (58.82) 11(32.35)
Urine (27) 1(3.70) 11 (40.74) 1 (3.70) -- 10 (37.04) 16 (59.26)
Ascitic fluid (20) 1(5) 9 (45) 1(5) -- 0 8(40) 11 (55)
Total (170) 12 (7.06) 105 (61.76) 12 (7.06) -- 93 (54.71) 65 (38.24)
Table-2: Comparison of LJ medium culture with PCR
LJ +ve LJ —ve LJ -ve
LJ +ve PCR +ve LJ +ve PCR PCR -ve PCR +ve PCR -ve
Sample name No. (%) No. (%) +ve no. (%) No. (%) No. (%) No. (%)
Pulmonary Tuberculosis Samples
Sputum (90) 31 (34.44) 70 (77.78) 29 (32.22) 2(2.22) 39 (43.33) 20 (22.22)
BAL (30) 11 (36.67) 24 (80) 11 (36.67) -- 13 (43.33) 6(20)
Total (120) 42 (35) 94 (78.33) 40 (33.33) 2(1.67) 52 (43.33) 26 (21.67)
Extra-Pulmonary Tuberculosis Samples
Pleural Fluid (48) 11(22.92) 38 (79.17) 11 (22.92) -- 27 (56.25) 10 (20.83)
CSF (41) 7(17.07) 24 (58.54) 7(17.07) -- 17 (41.46) 17 (41.46)
PUS (34) 12 (35.29) 23 (67.65) 12 (35.29) -- 11 (32.35) 11(32.35)
Urine (27) 3(11.11) 11 (45) 3(11.11) -- 8(29.63) 16 (59.26)
Ascitic fluid (20) 3(11.11) 9(33.33) 3(11.11) -- 6(22.22) 11 (40.74)
Total (170) 36 (21.18) 105 (61.76) 36 (21.18) -- 69 (40.59) 65 (38.24)
DISCUSSION these findings are indicating that the PCR technique is

It is now an established fact that conventional
techniques have limitations in tuberculosis diagnosis.
The TB diagnosis is tricky matter because of many
factors like insufficient sample, inappropriate
distribution of microorganisms during to the division of
the sample for different diagnostic tests like,
histopathology, microbiology and PCR. Presence of
inhibitors can also affect the PCR test performance. The
poor results quality by conventional microbiological
techniques in TB specimens have stimulated the use of
PCR tests in TB identification. Taking all above in view,
the present study was conducted to prospectively
evaluate the role of PCR technology in the diagnosis of
tuberculosis. For this we also compared different
conventional techniques (used for TB diagnosis) with
PCR to assess the significance, specificity and
sensitivity of this technology.

Our findings endorse the use of PCR test in
routine TB diagnosis due to its specificity, sensitivity
(100%, 65.86%) and speed (one day result). As
mentioned in earlier studies the sensitivity of PCR test
was also high in our study as compare to other
techniques used by us in TB diagnoses.'> Out of 249
AFB smear negative samples by ZN staining 158 were
positive by PCR. No sample was seen PCR negative and
smear positive, on the other hand all the PCR negative
samples were also negative by smear examination. All

much more sensitive and specific as compare to AFB
smear examination,” '®
Many clinicians still believe culturing of

Mpycobacterium tuberculosis as a gold standard in TB
diagnosis. In our findings out of 150 culture negative
samples 80 were positive by PCR. During this study one
case was also seen smear and PCR positive but culture
negative; this PCR and ZN smear positive but culture
negative result may be due to the presence of nonviable
Mpycobacteria in the samples as of the some subjects
were receiving anti-tubercular treatment."'”

We could not detect Mycobacterial DNA in 2
LJ medium culture positive sputum samples, which
could be due to the presence of PCR inhibiting
substances in the sample or unequal distribution of AFB
in these samples. Same problem the presence of any
inhibitory substance in clinical specimens was also
mentioned in previous studies, which were based on
amplification tests. So, this negative DNA result in our
study may be due to the presence of any inhibitor.'>'* **

When we compare statistically, PCR test was
found to be more sensitive than the other two tests for
diagnosis of TB in extra-pulmonary clinical samples
(P<0.05) as reported previously.” The mean detection
time for M. tuberculosis was 24 days by LJ medium
culture and less than 1 day by smear examination and
PCR test but PCR test was found more sensitive as
compare to smear examination. PCR sensitivity was high
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in specimens of pulmonary TB as compare to extra-
pulmonary TB cases, the same situation was also seen in
ZN smear examination and LJ medium culture in which
culturing was more sensitive (p<0.05). These statistics
reveal that PCR technique due to its rapidity and high
sensitivity can solve the issue of delay diagnosis in TB
cases as highlighted in previous studies.**

CONCLUSION

PCR has a potentially important role in rapid diagnosis
of TB both in pulmonary and extra-pulmonary and is
more sensitive and highly specific compare to
commonly used conventional techniques. In addition,
rapidity of the test allows quick implementation of
treatment regimen. So, PCR may be helpful in reduction
of TB cases and an immediate and better control.

REFERENCES

1. World Health Organization. Global tuberculosis control:
epidemiology, strategy, financing. WHO report, 2009.
Available at:  http://whglibdoc.who.int/publications/2009/
9789241563802 _eng.pdf.

2. Dye C, Scheele S, Dolin P, Pathania V, Raviglione M. Global
burden of tuberculosis: Estimated incidence, prevalence, and
mortality by country. JAMA 1999;282:677-86.

3. Igbal S, Igbal R, Khan M, Akhter A, Shabbir I. Comparison of
two conventional techniques used for the Diagnosis of
Tuberculosis Cases. Int J Agri Biol 2003;5:545-7.

4. Montenegro SH, Gilman RH, Sheen P, Cama R, Cavides L,
Oberhelman RA. Improved detection of M. tuberculosis in
Peruvian children by use of heminested IS6110 PCR assay. Clin
Infec Dis 2003;36:6-23.

5. Witebsky FG, Kruczak-Filipov P. Identification of
Mycobacteria by conventional methods. Clin Lab Med
1996;16:569—601.

6. Chakravorty S, Kamal M, Tyagi JS. Diagnosis of Extra-
pulmonary tuberculosis by Smear, Culture and PCR, Using
Universal Sample Processing Technology. J Clin Microbiol
2005;43:4357-62.

7. Kolk AH, Kox LF, van Leeuwen J, Kuijper S, Jansen HM.
Clinical utility of the polymerase chain reaction in the diagnosis
of extrapulmonary tuberculosis. Eur Respir J 1998;11:1222-6.

8. Dar L, Sharma SK, Bhanu NV, Broor S, Chakraborty M, Pande
IN, et al. Diagnosis of pulmonary tuberculosis by polymerase
chain reaction for MPT64 gene: an evaluation in a blind study.
Indian J Chest Dis Allied Sci 1998;40:5-16.

9. Rau N, Libman M. Laboratory implementation of the
polymerase chain reaction for the confirmation of pulmonary
tuberculosis. Eur J Clin Microbiol Infect Dis 1999;18:35-41.

10. Baron JE, Peterson LR, Finegold SM. Mycobacteria. In: Bailey
and Scott’s diagnostic microbiology. St. Louis, Missouri:
Mosby; 1994. p. 590-633.

20.

21.

22.

23.

24.

J Ayub Med Coll Abbottabad 2011;23(1)

Siddigi SH. BACTEC 460 TB system. Product and procedure
manual. Maryland, USA: 1996 p. III 1-111 9.

Afghani B, Stutman HR. Diagnosis of Tuberculosis: can
polymerase chain reaction replace AFB smear and culture. J
Infect Dis 1995;172:903-4.

Amato RFD, Hochstein LH, Colaninno PM, Scardamaglia M,
Kim K, Mastellone Al, et al. Application of the Roche
Amplicor Mycobacterium tuberculosis (PCR) test to specimens
other than respiratory secretion. Dia Microbiol Infect Dis
1996;24:15-7.

Dagmar R, Tyagi S, Kappe R. Performance of a IS6110 based
PCR assay and the COBAS amplicor MTB PCR system for
detection of M. tuberculosis complex DNA in human lymph
node samples. J Clin Microbiol 2002;40:3089-92.

Singh KK, Muralidhar M, Kumar A, Chattopadhyaya TK,
Kapila K, Singh MK,, et al.. Comparison of inhouse polymerase
chain reaction with conventional techniques for the detection of
Mtuberculosis DNA in granulomatous lymphadenopathy. J Clin
Pathol 2000;53:355-61.

Singh UB, Bhanu NV, Suresh VN, Arora J, Rana T, Seth P.
Utility of polymerase chain reaction in diagnosis of tuberculosis
from samples of bone marrow aspirate. Am J Trop Med Hyg
2006;75:960-3.

Negi SS, Khan SFB, Gupta S, Pasha ST, Khare S, Lal S.
Protein antigen b (Pab) based PCR test in diagnosis of
pulmonary& extra-pulmonary tuberculosis. Indian J] Med Res
2006;124:81-8.

Clarridge JE, Shawar RM, Shinnick TM, Plikaytis BB. Large-
scale use of polymerase chain reaction for detection of
Mycobacterium tuberculosis in a routine mycobacteriology
laboratory. J Clin. Microbiol 1993;31:2049-56.
Honore-Bouakline S, Vincensini JP, Giacuzzo V, Lagrange PH,
Herrmann JL. Rapid diagnosis of extrapulmonary tuberculosis
by PCR: impact of sample preparation and DNA extraction. J
Clin. Microbiol 2003; 41:2323-9.

Kirschner P, Springer B, Vogel U, Meier A, Wrede A,
Kiekenbeck M, et al. Genotypic identification of mycobacteria
by nucleic acid sequence determination: report of a 2-year
experience in a clinical laboratory. J Clin Microbiol
1993;31:2882-9.

Mangiapan G, Vokurka M, Schouls L, Cadranel J, Lecossier D,
Embden JV, et al. Sequence capture-PCR improves detection of
mycobacterial DNA in clinical specimens. J Clin Microbiol
1996;34:1209-15.

Pfyffer GE, Kissling P, Jahn EM, Welscher HM, Salfinger M,
Weber R. Diagnostic performance of amplified Mycobacterium
tuberculosis direct test with cerebrospinal fluid, other
nonrespiratory, and respiratory specimens. J Clin Microbiol
1996;34:834-41.

Khan MA, Mirza SH, Abbasi SH, Butt T, Anwar M. Peripheral
blood-based polymerase chain reaction in diagnosis of
pulmonary tuberculosis. J Ayub Med Coll Abbottabad
2006;18(2):25-8.

Maamari F. Case-finding tuberculosis patients: diagnostic and
treatment delays and their determinants. East Mediterr Health J
2008;14:531-45.

Address for Correspondence:

Sajjad Igbal, Specialist Molecular Biologist, Pathology Department, Shalamar Hospital, Shalimar Link Road,
Mughalpura, Lahore. Cell: +92-333-6446006, Tel: +92-42-111-205-205 (Ext: 384,330)

76 http://www.ayubmed.edu.pk/JAMC/23-1/Sajjad.pdf



