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. . Total
. PCR \ ANTPs? Mg 1} Prlmer4 Prlmer4 Taq s DNA PCR volume
PCR reaction buffer (ul) () forward reverse polymerase template water (D)
() (u) () () () ()
pen A 5 1 0 0.5 0.8 0.2 5 375 50
Spoligotyping 5 1 1.5 1 1 0.25 5 24 50
O Cwwd ) J9o
Ne of
PCR reaction Initial heating Denaturation A ling Ext Final extension | complete
cycles
pcnA 10 min, 95°C 30s,95°C 40's, 60 °C 1 min, 72 °C 10 min, 72 °C 40
Spoligotyping 3 min, 96 °C 1 min, 96 °C 1 min, 55 °C 30 sec, 72 °C 5 min, 72 °C 30
: Without MgCl,.

1
2: From 10 mM solution.

*: From 25 mM solution.

4 : From 5 pmol/ pl solution.
5

: From 5 U/ pl stock
20K 9 yho sl . ol ddfllan 4 g Lo I UGl Sl 41uz A 9 (SIE™ dlua A Ole 53 oud disbd Sl s b g gawl (Y Jou>
08 §F dxxl 40 pin 49 O 3 5 @?T Sl g .0l o0 spacer 3929 § OINES i § 4 4L Spoligotyping pattern giw

Spoligotyping patterne Spoligotype No of Frequency Host
(Spacers 1-43) (ST*/SB** Number) isolates (%)
1101111101111110111111111111111111111100000 ST482/SB0120 31 45.5 Cattle
1101111101111110111111011111111111111100000 ST1181/SB1167 13 19.1 Cattle
1101111101111110111111111111000001111100000 Not reported 12 17.6 Cattle
1101111101111110111111011111111111001100000 Not reported 2 2.9 Cattle
1101111101111000111111111111111111111100000 ST694/SB0127 2 2.9 Cattle
1101111101111110111111111111000111111100000 SB1166 2 29 Cattle
0001111101111110111111111111111111111100000 ST977/SB0867 1 1.4 Cattle
0001111101111110111111111110111111111100000 Not reported 1 1.4 Cattle
1101111101110010111111011111111111111100000 Not reported 1 1.4 Cattle
1101111101111010111111111111111111111100000 Not reported 1 1.4 Cattle
1101011101110000111100111111111001100100000 Not reported 1 1.4 Cattle
1101111101111110111111111111111111101100000 SB0934 1 1.4 Cattle
1101111101111111111111111111111111111100000 ST595 6 75 Human
1101111101111000111111111111111111111100000 ST694/SB0127 2 25 Human
® Spoligotyping pattern: 1= spacer is present, 0= spacer is absent
* ST Number: Based on SPOLDB4 accessible at www.pasteur-guadeloupe.fr
** SB Number: Based on M. bovis spoligotyping database accessible at www.m.bovis.org
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Abstract

Within the course of this 18-month long work spanning 2010 and 2011, a total of
eight human Mycobacterium bovis isolates collected from 1,320 tuberculosis-
suspected patients, along with 68 bovine isolates were subjected to PCR-RFLP of
pncA gene to assess their resistance to Pyrazynamide. All the isolates were
subsequently spoligotyped to better understand their potential epidemiological links.
As results showed, only 0.6% of the patients were infected with M. bovis, i.e. a
considerably smaller rate compared to previous reports from Iran. Besides, all the
isolates proved to be resistant to pyrazynamide. Consulting the SPOLDB4
spoligotyping databank, two patterns, namely ST595 and ST694, were detected among
human isolates. Moreover, 12 patterns were found among the bovine isolates. ST595
was the single spoligotype shared between human and bovine hosts. For health
officials, these observations indicate that in the Iranian environment M. bovis
continues to produce a health risk to human.
Keywords: Spoligotyping, Mycobacterium bovis, Molecular Epidemiology, PCR-
RFLP.
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