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A cell-enzyme-linked immunosorbent assay method was developed for the diagnosis of tuberculous menin-
gitis by determining anti-purified protein derivative antibody production by cells derived from cerebrospinal
fluid and peripheral blood. Of 20 patients with clinical histories and CSF findings suggestive of tuberculous
meningitis, 18 showed high production of anti-purified protein derivative immunoglobulin antibody from
CSF-derived lymphocytes, while none of the controls showed such response.

The diagnosis of tuberculous meningitis (TBM) is often dif-
ficult and time-consuming. Early diagnosis and prompt treat-
ment are crucial, because delay in the diagnosis and initiation
of treatment contributes to a high morbidity and mortality (8,
9, 14). The diagnosis of TBM is usually based on the patient’s
clinical history, neurological findings, and the characteristics of
the cerebrospinal fluid (CSF). The neurological manifestations
of central nervous system tuberculosis are highly variable (15).

The laboratory confirmation of TBM is based on the detec-
tion of acid-fast bacilli in the CSF. However, the yield of
acid-fast bacilli from CSF is extremely low (9, 14). The culture
of CSF for Mycobacterium tuberculosis is a lengthy process,
which leads to a delay in diagnosis. Various immunological
methods have been devised for the diagnosis of TBM (5-7);
however, their sensitivity and specificity are debatable (3, 4).
The antibodies may be present mainly in the diseased body
compartment (1, 2, 13).

I reasoned that these problems might be circumvented, and
sensitivity and specificity might be enhanced, by evaluating the
antibody response at a cellular level.

In this study, purified protein derivative (PPD) was chosen
as the antigen for evaluation of the antibody response of B cells
derived from CSF and peripheral blood. A cell-enzyme-linked
immunosorbent assay (ELISA) method was developed for the
quantitative measurement of anti-PPD antibody production by
these cells.

The clinical data of the 20 patients with clinical history and
CSF findings suggestive of TBM are given in Table 1. The
disease grading shown in Table 1 is from the British Medical
Research Council trial of 1948 (12). Sixteen patients (aged 10
to 65 years) with a variety of neurological diseases were also
evaluated for anti-PPD antibody production. Eight had non-
tuberculous meningitis, two had herpes encephalitis, four had
aseptic meningitis, and two had multiple sclerosis. CSF and
peripheral blood were taken at the same time, and the cells
were prepared as described previously (1).

ELISA plates with a flat plastic base (Dynatech, Alexandria,
Va.) were coated with 20 pg of PPD per ml diluted in phos-
phate-buffered saline, pH 7.4 (PBS). After overnight incuba-
tion at 4°C, the plates were washed with PBS containing 0.05%
Tween 20 (PBS-T) and then aftercoated with 5% bovine serum
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albumin for 6 h. The plates were then washed five times with
PBS-T and finally given two washings with PBS.

Two hundred microliters of the final preparation of cells
(containing 4 X 10* CFU-derived cells and 2 X 10° peripheral
blood lymphocytes diluted in RPMI 1640 tissue culture me-
dium [Sigma, St. Louis, Mo.] with 7% fetal calf serum) was
added in separate wells. Each sample was prepared in dupli-
cate with two different concentrations of cells. In each plate,
positive and negative controls in the form of CSF and plasma
were included in separate wells. In 12 experiments, similarly
prepared peripheral blood cells from a healthy volunteer were
included as a negative control. The positive control CSF was
obtained from a patient who had TBM and had acid-fast ba-
cillus-positive cultures from the CSF. The negative control CSF
was obtained from a patient with muscular tension headache.

Plates were kept overnight at 37°C in 5% CO, in an incu-
bator and then washed five times with PBS-T. Alkaline phos-
phatase-conjugated goat anti-human immunoglobulin G (IgG)
antiserum (Sigma) diluted 1/1,000 in PBS-T was then added.
After 4 h of incubation at room temperature, the plates were
again washed five times in PBS-T. Two hundred microliters of
p-nitrophenyl phosphate (1 mg/ml; Sigma) in 1 mol of dieth-
anolamine-HCI buffer, pH 9.8, per liter containing 0.5 X 103
mol of MgCl, per liter was added. The p-nitrophenyl phos-
phate acts as the substrate for the alkaline phosphatase. The
plates were then read with an ELISA reader at 405 nm. The
absorbance value in a positive patient with proven TBM was up
to 2.0, while negative control CSF gave an absorbance value of
less than 0.05.

To confirm that this antibody is being produced by the cells,
in preliminary experiments, cells were incubated with cyclo-
heximide (200 pg/ml; Sigma) for 2 h at 37°C and then washed
three times in tissue culture medium. There was marked re-
duction (60 to 85%) in the anti-PPD absorbance value from
cells preincubated with cycloheximide. Kinetic studies were
done with CSF cells from three patients to determine the
optimal conditions regarding the number of cells producing
maximum quantity of anti-PPD IgG antibodies, and 4 X 10*
cells were found to be optimal for highest absorbance value.

Of the 20 patients with clinical and routine CSF findings
suggestive of TBM, 18 showed a high titer of anti-PPD IgG
antibody production from the CSF-derived mononuclear cells.
Ten of these patients had positive anti-PPD IgG antibody
results from both CSF- and peripheral blood-derived cells, but
the positive titer was higher in CSF than in peripheral blood.
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TABLE 1. Clinical findings, duration of disease, and
routine CSF findings in patients with TBM

Patient Age Stage of 31&22:; Ccsolfl;f/u glggcl):se Protein Lynz';ho—
no.  (yr) disease (days)® mm®  (mg/dl) (mg/dl) cytes
1 68 M II 6 50 39 49 95
2 50 M II 7 100 27 290 98
3 20 F II 10 120 30 119 82
4 25 F I 10 292 20 249 85
5 25 F I 14 274 15 162 95
6 22 M 1II 15 98 48 293 95
7 30 F II 20 680 35 327 95
8 23 F I 20 120 30 118 82
9 15 F II 21 72 33 110 70
10 18 M I 22 280 30 110 90
11 30 F 1II 30 140 26 169 75
12 30 F II 30 60 48 920 95
13 19 F II 30 482 23 3,215 90
14 40 M II 30 120 38 348 99
15 35 M II 45 146 31 98 65
16 14 F 1II 45 82 53 132 98
17 40 M II 50 196 29 366 70
18 32 F 1 60 232 37 145 70
19 40 F II 90 168 38 102 82
20 70 F II 180 104 47 135 92

“M, male; F, female.
®When CSF and blood were sampled for anti-PPD cell-ELISA evaluation.

Anti-PPD IgG antibody production, expressed as ELISA ab-
sorbance units, ranged from 0.6 to 2 (mean: 0.8) for CSF
lymphocytes and from 0.2 to 1.0 (mean: 0.3) for peripheral
blood lymphocytes.

None of the controls showed an anti-PPD IgG antibody
response, either from CSF or from peripheral blood. No anti-
PPD IgG antibody was produced by peripheral blood lympho-
cytes from 10 healthy blood donors.

The cell-ELISA method has been shown to be a sensitive
technique in the diagnosis of TBM. This method involves the
demonstration of active antibody production by cells, particu-
larly those derived from the affected site. We have shown that
anti-PPD antibody production is significantly higher in CSF-
derived mononuclear cells than in those from peripheral
blood, and in about a half of the cases, the specific antibody
response was observed only in cells derived from the CSF. In a
majority of the patients with TBM, a systemic focus of tuber-
culosis is lacking. This could explain the lack of an anti-PPD
antibody response in the peripheral blood when it is strongly
positive in the CSF.

The existence of local immunity in TBM has been suggested
elsewhere (11). Kinnman et al. (10) showed that CSF-derived
lymphocytes had a significantly higher proliferative response to
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PPD than do peripheral blood lymphocytes in patients with
TBM, suggesting an intrathecal immune response.

In summary, the present method has shown high specificity
and sensitivity. The method is also cost-effective and allows
several samples to be analyzed simultaneously.

I am grateful to the Departments of Microbiology and Biochemistry,
Aga Khan University Hospital, for laboratory facilities and to Hans
Link, Department of Neurology, Huddinge University Hospital, Stock-
holm, Sweden, for advice and reagents. Roger Sutton, chairman, De-
partment of Medicine, critically reviewed the manuscript. I thank the
faculty members, Department of Medicine, for their help in collection
of samples and Gilani Sulaiman for secretarial help.

REFERENCES

1. Baig, S., T. Olsson, K. Hansen, and H. Link. 1991. Anti-Borrelia burgdorferi
antibody response over the course of Lyme neuroborreliosis. Infect. Immun.
59:1050-1056.

2. Baker, J. R., N. B. Saunders, L. Wartofsky, Y. C. L. Tseng, and K. D.
Burman. 1988. Seronegative Hashimoto thyroiditis with thyroid autoanti-
body production localized to the thyroid. Ann. Intern. Med. 108:26-30.

3. Daniel, T. M. 1987. New approaches to the rapid diagnosis of tuberculous
meningitis. J. Infect. Dis. 155:599-602.

4. Daniel, T. M. 1988. Antibody and antigen detection for the immunodiagnosis
of tuberculosis: why not? what more is needed? where do we stand today? J.
Infect. Dis. 158:678-680.

5. Hernandez, R., O. Muiioz, and H. Guiscafre. 1984. Sensitive enzyme immu-
noassay for early diagnosis of tuberculous meningitis. J. Clin. Microbiol.
20:533-535.

6. Kadival, G. V., T. M. S. Mazarelo, and S. D. Chaparas. 1986. Sensitivity and
specificity of enzyme-linked immunosorbent assay in the detection of antigen
in the tuberculous meningitis cerebrospinal fluid. J. Clin. Microbiol. 23:901-
904.

7. Kalish, S. B., R. C. Radin, D. Levitz, R. Zeiss, and J. P. Phair. 1983. The
enzyme-linked immunosorbent assay for IgG antibody to purified protein
derivative in cerebrospinal fluid of patients with tuberculous meningitis.
Ann. Intern. Med. 99:630-633.

8. Kennedy, D. H., and R. J. Feline. 1979. Tuberculous meningitis. JAMA
241:264-268.

9. Kilpatrick, M. E., N. I. Girgis, M. W. Yassin, and A. A. Abu El Ella. 1986.
Tuberculous meningitis—clinical and laboratory review of 100 patients. J.
Hyg. Camb. 96:231-238.

10. Kinnman, J., A. Fryden, S. Eriksson, E. Moller, and H. Link. 1981. Tuber-
culous meningitis: immune reactions within central nervous system. Scand. J.
Immunol. 13:289-296.

11. Malashkhia, Y. A., M. Med, and M. G. Geladze. 1976. Autoradiographic
studies of cultures of cerebrospinal fluid lymphocytes in nonsuppurative
meningitis. Neurology (Minneapolis) 26:1081-1084.

12. Streptomycin in Tuberculosis Trials Committee, Medical Research Council.
1948. Streptomycin treatment in tuberculous meningitis. Lancet i:582-597.

13. Tarkowski, A., L. Klareskog, H. Carlsten, P. Herberts, and W. J. Koopman.
1989. Secretion of antibodies to type I and II collagen by synovial tissue cells
in patients with rheumatoid arthritis. Arth. Rheum. 32:1087-1092.

14. Traub, M., A. C. F. Colchester, D. P. E. Kingsley, and M. Swash. 1984.
Tuberculosis of central nervous system. Q. J. Med. 209:81-100.

15. Udani, P. M., U. C. Parekh, and D. K. Dastur. 1971. Neurological and
related syndromes in CNS tuberculous; clinical features and pathogenesis. J.
Neurol. Sci. 14:341-357.



