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3. Restriction fragment length polymorphism analysis

The ITS1 PCR products of each species were further digested with several
restriction endonucleases; Acc I, Ase I or Hinf'1. Ase 1 or Rsa I were used for the ITS2
PCR products. There was no intraspecific variation in ITS restriction patterns within

each filarial nematodes species tested.

Digestion of ITS1 PCR products with Acc I could differentiate among W.

PCR products using HinfI'¢ i \\ .H"J".‘:--.. all filarial species tested.

\ \ uld differentiate among W.
bancrofti, Brugia sp. (b , and-5 \\ \ dD immitis (figure 9), while
RFLP patterns usin crentiate all filarial parasite

species tested.
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Figure 7 PCR-RFLP analysis of 'ﬁraﬁal ITS*I PCR preducts digested by Acc 1. Lane
M, 100 bp ladder; lanel, ui 1gested Thal-éﬁen W. bancrofti (~570 bp); lanes 2-3,
digested Thai-Karen W. bancroﬁr:f~310/26£-'bp) lane 4, undigested Myanmar W.
bancrofti (~570 bp); lqnes 5-6, di ge§ted Myafnmar W. ban?oﬁz (~310/260 bp); lane 7,
undigested human Fmﬁwwalﬁested human B. malayi
(~320/260 bp); lanelO, undlgested cat B. malayi (~580 bp) lanes 11-12, digested cat
B. malayi (~320/260 bp); lane 13, undigested cat B. pahangt (~590 bp); lane 14,
digested cat B{pahahgi (-330/260%0p); larie; 154 iufidigestedy d8g D. immitis (667 bp);
lanes 16-17, digested dog D. immitis (413/254 bp).



26

1000 bp 1000 bp

500 bp 500 bp

& ..v'."—}* 'a
Figure 8 PCR-RFLP analysi of _ﬂianal I'P,é_ﬂ}FR products digested by 4se 1. Lane

M, 100 bp ladder; lanel, undlgem Thal&!"ﬁn W. bancrofti (~570 bp); lanes 2-3,
digested Thai-Karen VK bancroﬁz (~210/ i 7OJ/TIU/8O bp); lfne 4, undigested Myanmar

W. bancrofti (~570 bp‘)' fanes 5-6, digested mycmftt (~210/~170/110/80
bp); lane 7, undigeste Jhuman B. malayi (~580 bp); lanes 8-9, digested human B.
malayi (~290/150/140 bp); lanel0, undigested cat B. malayz (~580 bp); lanes 11-12,
digested cat B.(malayi'(~290/150/140bp);fane 13 undigestéd cat B. pahangi (~590
bp); lane 14, digested cat B. pahangi (~300/290 bp); lane 15, undigested dog D.
immitis(667¢p)y lanes d 6z} 7digestedydog B. imupnitis) (455/242 bp). ¢
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Figure 9 PCR-RFLP analysi ﬁlanal L’P‘SZ PCR products digested by Ase 1. Lane
M, 100 bp ladder; lanel, undige _qd‘Tha"fK_aren W. banerofti (~660 bp); lanes 2-3,
digested Thai-Karen W. Bangro i(;4;§0/1§0 '

bancrofti (~660 bp); lanes 5-6, j

)/110'bp); lane 4, undigested Myanmar W.
a’ig"é,é,'zed Kﬁaf{mar Wi bancrofti (~430/120/110 bp);

lane 7, undigested human B mal,ayz (~650 J,lanes 8-9, digested human B. malayi
(undigested); lanel0, undlgestedc atB. malayl; ~650 bp); lanes 11-12, digested cat B.

"_ =

malayi (undigested); 1§ne . undlgested cat B. pahangt g¢620 bp); lane 14, digested

cat B. pahangi (undlg ;ted) lane 15, undigested dog D. zmnjztzs (570 bp); lanes 16-17,
digested dog D. immitis (197/373 bp).
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