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Table 1 Number of soil sample collected in 2016

Total soil  Root-knot Number of soil samples classified by root-knot nematodes

samples nematode number in 250 g soil

detected 1-10 11-50 51-150 151-250 > 250

samples

72 50 25 16 4 1 a4

43/13 44/2 44/4 44/5 44/6 44/7 44/8 44/9 44/10 44/11 45/1 45/3 Ml

Figure 1 Root-knot nematodes DNA amplified with 194/195 primers
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Root-knot nematodes molecular diagnostic key (Adam et al., 2007)

1. Amplify the amplifly the IGS between 55 and 18S ribosomal genes using 194/195 primers

a)  720-bp product Tropical species go to (2)
b)  780-bp product M. mayaguensis (now M. enterolobii)
c)  700-bp product M. hapla go to (3)
d) 1,700 to 1,800-bp products M. fallax and M. ChitWoOdi........uueeseeeren. go to (3)
e) Other size, clone and sequence
2. Tropical RKN specific SCAR primers
2.1 Fjav and Rjav primers
a)  720-bp product M. javanica
b)  No product go to (2.2)
2.2 MI-F and MI-R primers
a)  999-bp product M. incognita
b)  No product. go to (2.3)
2.3 Far and Rar primers
a)  420-bp product M. arenaria
3. JMV primers
a)  540-bp product M. chitwood]
b)  670-bp product M. fallax
c)  440-bp product M. hapla
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Primer sequences, specificity and sources (Adam et al, 2007)

Code Primer sequence 5’-3’ Specificity and source
194 TTAACTTGCCAGATCGGACG 55-185S ribosome region

195 TCTAATGAGCCGTACGC Blok et al. (1997)

Inc-K14-F GGGATGTGTAAATGCTCCTG M. incognita-specific SCAR
Inc-K14-R CCCGCTACACCCTCAACTTC Randig et al. (2002)

Fjav GGTGCGCGATTGAACTGAGC M. javanica-specific SCAR
Rjav CAGGCCCTTCAGTGGAACTATAC Zijlstra et al. (2000)

Far TCGGCGATAGAGGTAAATGAC M. arenaria-specific SCAR
Rar TCGGCGATAGACACTACAAACT Zijlstra et al. (2000)

MV GGATGGCGTGCTTTCAAC M. hapla-, M. chitwood and
JMV2 TTTCCCCTTATGATGTTTACCC M. fallax-specific IGS-SCAR
JMV hapla AAAAATCCCCTCGAAAAATCCACC Wishart et al. (2002)

PCR amplification profiles for different primers (Adam et al,, 2007)

45 cycles

94°C

2 mins

94°C

30 secs

50°C (194/195)

61°C (Far/Rar)

64°C (Fjav/Rjav)

64°C (Inc-K14-F/Inc-K14-R)
50°C (JMV primers)

72°C
90 secs (194/195) 72°C
30 secs 90 secs (JMV primers) 7 mins

1 min for remaining primers

4°C

swwuwmw%‘éxsz%ﬁf%ébo %u’jﬂ%’élwﬁmms@ﬁ{wﬁh/

@ ‘ ﬂiﬂ??/”lﬂ’lﬂﬂﬂm






