JOURNAL OF CLINICAL MICROBIOLOGY, Jan. 2004, p. 378-379
0095-1137/04/$08.00+0 DOI: 10.1128/JCM.42.1.378-379.2004

Vol. 42, No. 1

Copyright © 2004, American Society for Microbiology. All Rights Reserved.

Improving the Bacteriological Diagnosis of Tuberculous Meningitis

Guy E. Thwaites,"** Tran Thi Hong Chau,’ and Jeremy J. Farrar'?

Oxford University Clinical Research Unit," Hospital for Tropical Diseases,® Ho Chi Minh City, Vietnam, and Centre for
Tropical Medicine, Nuffield Department of Clinical Medicine, John Radcliffe Hospital, Oxford OX3 9DU,
United Kingdom*

Received 17 June 2003/Returned for modification 14 August 2003/Accepted 20 September 2003

We made a bacteriological diagnosis of tuberculous meningitis in 107 of 132 (81%) adults with clinical
tuberculous meningitis: acid-fast bacilli were seen in 77 of 132 (58%) and cultured from 94 of 132 (71%).
Volume of cerebrospinal fluid, duration of symptoms, cerebrospinal fluid neutrophils, lactate, and glucose were
all independently associated with bacteriological confirmation.

Death from tuberculous meningitis (TBM) is strongly asso-
ciated with delayed diagnosis and treatment, and there is an
urgent need to improve diagnostic methods for this disease (1).
The demonstration of acid-fast bacilli (AFB) in the cerebro-
spinal fluid (CSF) remains the best and the most widely avail-
able method, but the sensitivity varies significantly. Many au-
thors report finding AFB in fewer than 20% of TBM patients
(1), but the older literature suggests that much better results
can be achieved (2, 4). In 1953 Stewart found AFB in the CSF
of 91 of 100 consecutive TBM patients; all were subsequently
confirmed by culture (4). Similar results were reported in 1979
by Kennedy and Fallon, who found AFB in the CSF of 45 of 52
(87%) patients treated for TBM (2). The reasons why many
laboratories fail to replicate these results are uncertain. Anec-
dotal evidence suggests that sensitivity may be dependent upon
the volume of CSF examined, the speed and duration of cen-
trifugation, and the time taken over microscopy, but there are
few data to support these assertions. We performed a prospec-
tive study that aimed to describe the variables affecting the
sensitivity of CSF stain and culture and to identify the key
factors in clinical practice that could improve the bacteriolog-
ical diagnosis of TBM.

We coordinated a diagnostic service for TBM between May
2000 and May 2003 at the Hospital for Tropical Diseases, Ho
Chi Minh City, Vietnam. The hospital admits adults with sus-
pected central nervous system infections from the local com-
munity and acts as a tertiary referral center for southern Viet-
nam. The volume of CSF taken from each adult with suspected
meningitis was recorded, the sample was centrifuged at 3,000
X g for 15 min, and 2 drops of the deposit was stained by the
standard Ziehl-Neelsen method. First, areas of high cellular
density were examined under high power (x<100) with an oil-
immersion lens. If AFB were not seen, the rest of the slide was
examined. The slide was termed positive if two or more AFB
were identified, and the time to see two bacilli was recorded.
The time taken to examine negative slides was also recorded.
The remaining deposit was cultured in liquid mycobacterial
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growth indicator tubes (Becton Dickinson) and on Lowen-
stein-Jensen medium for 12 weeks.

The clinical and laboratory features and final diagnosis of
each patient admitted were recorded prospectively in individ-
ual study notes. The diagnosis of TBM was confirmed if AFB
were seen or cultured from the CSF, was probable if AFB were
found from another site or there was evidence of active extra-
neural tuberculosis, and was possible if the history was longer
than 5 days and the CSF abnormalities included a raised white
cell count, predominantly lymphocytes, and low CSF/blood
glucose ratio (<0.5). The diagnosis of TBM was excluded if
another pathogen was seen or cultured from the CSF or if the
patient recovered without antituberculosis chemotherapy
(ATC). All patients with TBM were tested for antibodies to
human immunodeficiency virus (HIV). Forward logistic re-
gression was used to model admission variables independently
associated with the bacteriological diagnosis of TBM. The fol-
lowing variables were selected a priori to enter the model: age,
sex, HIV status, duration of symptoms, disease grade, volume
of CSF, CSF opening pressure, CSF total white cell count with
neutrophil and lymphocyte percentages, CSF total protein,
lactate, chloride, and CSF/blood ratio. The analysis was per-
formed using SPSS software version 10.0 (Microsoft). The
Hospital Scientific and Ethical Committee approved the study.

Three hundred thirty adults entered the study. The median
volume of CSF examined was 4.0 ml (range, 0.2 to 12.0 ml),
and the median time to examine each slide was 20 min (range,
1 to 50 min). One hundred ninety-eight adults (241 specimens)
did not have TBM: AFB were neither seen nor cultured from
these specimens.

One hundred thirty-two adults had clinical TBM: 107 (81%)
had bacteriological confirmation of the diagnosis, 15 (11%)
had probable TBM, and 10 (8%) had possible TBM. Fourteen
of 132 (11%) were infected with HIV. Over the same period
approximately 4% of adults with pulmonary tuberculosis
treated in Ho Chi Minh City were infected with HIV (3).

AFB were found in the CSF of 73 of 141 specimens taken
from 132 patients before ATC (sensitivity, 52%) and 77 of 132
(58%) patients in the first week of ATC. Mycobacterium tuber-
culosis was cultured from 90 of 141 specimens before treatment
(sensitivity, 64%) and from 94 of 132 (71%) patients in total.
AFB were seen but not cultured from 13 patients, four after
the start of treatment. All these specimens came from patients
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FIG. 1. (a) Time to see two AFB in the CSF of 73 positive slides
before starting ATC. (b) Relationship between volume of CSF taken
and percentage of specimens with M. tuberculosis cultured from 118
HIV-negative patients with TBM.

with clinical features of probable TBM who responded appro-
priately to ATC and were not considered false positive.

The median time to see bacilli in the CSF before the start of
treatment was 10 min (range, 1 to 50 min), and 75% of AFB
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TABLE 1. Factors associated with bacteriological confirmation of
TBM by forward logistic regression

95%
Factor Odds confidence P
ratio .
interval
Duration of symptoms (days) 1.05 1.00-1.10 0.050
Volume of CSF (ml) 1.36 1.06-1.75 0.017
CSF neutrophils (% of white 1.03 1.01-1.05 0.008
cell count)
CSF lactate (mmol/liter) 1.42 1.16-1.73 0.001
CSF/blood glucose ratio 0.03 0.02-0.62 0.023

were seen within 20 min (Fig. 1a). Multivariate analysis showed
that increasing the volume of CSF increased the likelihood of
confirming TBM (Table 1). Figure 1b shows the effect of in-
creasing volume upon culture rates in HIV-negative individu-
als. M. tuberculosis was isolated from smaller CSF volumes
from HIV-infected individuals (median, 1.5 versus 4.0 ml; P =
0.001), which suggests that these adults may have greater CSF
bacterial loads. Variables independently associated with bac-
teriological diagnosis (Table 1) may also reflect bacillary con-
centration. We and others have recently shown that the same
variables (except duration of symptoms) were associated with
death from TBM in the same population (5).

This study confirms the importance of CSF volume and
duration of microscopy in the bacteriological diagnosis of TBM
and suggests that simple measures can improve diagnostic per-
formance. At least 6 ml of CSF should be taken and examined
for at least 30 min. However, this approach may be too time-
consuming for many laboratories. Instead, CSF from patients
most likely to contain M. tuberculosis could be identified, either
by diagnostic algorithm (6) or by the clinical variables de-
scribed by this study (Table 1), and these specimens could be
examined accordingly. Initial microscopy of areas of high cel-
lular density, which commonly contain organisms, may reduce
the time to see AFB.
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