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ABSTRACT

Three hundred and ninety-seven HIV-infected patients with prolonged fever of
unknown origin for at least 2 weeks or diagnosed as tuberculosis were enrolled from 4 hospitals
in Chiang Mai including Maharaj Nakorn Chiang Mai Hospital, Nakomping Hospital, Sanpatong
Hospital and Sansai Hospital during 2001 to 2003. Blood and sputum samples were screened for
mycobacterial organisms. Blood were injected into BACTEC MYCO/F Lytic bottles then
incubated in BACTEC 9120 system automatic incubator for 6 weeks. The flagged bottles were
removed and sub-cultured on solid media and AFB staining was performed. Sputum was
submitted to AFB staining and conventional culture. The sputum was decontaminated and
digested with NALC-NAOH then cultured on LY and Middlebrook 7H10 media for 8 weeks. The
mycobacteria were identified by PCR-REA method. In case of M. avium-infected patients, their
environmental samples (soil, waters and stool of live stock) were collected and cultured for

mycobacteria. The results showed that three hundred and fifty-six mycobacteria were isolated
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from patients and their environment. Two hundred and eighty-five isolates of slow-growing
mycobacteria (M. tuberculosis 91, M. avium 72, M. intracellulare 40, M. scrofulaceum 38,
unclassified MAC 16, M. kansasii 1 and Mycobacterium spp. 27 isolates) along with 71 rapid-
growing mycobacteria isolates were found. The isolation of M. avium and M. intracellulare were
confirmed by dot blot hybridization with MV222- and MI231- probe, respectively. Most of the
environmental mycobacteria isolates were rapid-growing (71 isolates) whereas 57 slow—growing
mycobacteria isolates were identified to be Mycobacterium spp. (26 isolates), M. intracellulare
(12 isolates), M. scrofulaceum (11 isolates), unclassified MAC (7 isolates) and M. kansasii (1
isolate). M. avium was not found in environmental samples, therefore its habitat could not be
specified. The RFLP of 76 M. avium isolates (72 previous isolates and 4 additional isolates) from
39 patients were studied using the [S1245 hybridization probe. Those varieties of M. avium DNA
fingerprints could be categorized into 5 groups with 23 clusters based on number of separated
bands. The first group included 6 clusters (A-F) carrying 17 isolates from 9 patients, showed 2-4
bands. The second group included 3 clusters (U~W) carrying 9 isolates from 4 patients, showed
8-9 bands. The third group included 4 clusters (Q-T) carrying 9 isolates from 5 patients, showed
13-14 bands. The forth group included 10 clusters (G-P) carrying 21 isolates from 10 patients,
showed 17-31 bands. The fifth group carried 20 isolates from 11 patients showed non-existence
of IS1245. The absence of 1S1245 was successfully confirmed by multiplex PCR using the P1
and P2 primers for IS71245 detection and 16SC and 238G primers for the mycobacteria genome
detection. The cluster C carrying 8 isolates from 4 patients was considered to carry the most
number of mycobacteria isolates. It was also observed that one patient was re-infected with
cluster U after recovered from cluster C infection.

In conclusion, the IS/245 RFLP patterns were found to be highly diverse. The diversity
was 82%. Therefore, the patients would be more likely infected by environmental M. avium than

specific M. avium outbreak.
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