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Table 1: Primer information's used in Nested PCR methods
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; 16S IDNA 5 -AAGAGTTTGATCCTGGCTCAGGATT-3 p1

235 IDNA 5" -CGTCCTTCATCGGCTCTT-3"~ P7
5" -GAAACGACTGCTAAGACTGG-3"
18 16S rDNA R16F2n
16SrDNA 5 -TGACGGGCGGTGTGTACAAACCCCG-3” R16R2
2 16S rDNA 5" -CGGCAATGGAGGAAACT-3’ fus
16S rDNA 5 -TTCAGCTACTCTTTGTAACA-3” rU3
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Table 2- PCR and Nested PCR results of DNA samples that extracted from Lime infected with Candidatus Phytoplasma
aurantifolia by five different DNA extraction methods
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GGCTGAC GG GATTACTAGCGATTCCGGCTTCATGON GOCTGCAAT COGAACT GAGGACGGSTTT

Cruschioropiest
m=—

TTGGAGT TAGCT CACCCT CGOGGGAT CRCEACCCT TTGTCOCGGCCAT TGT AGCACGT GT GT CECCCAGRGCATAAGGGGCATGATGACT TGACGTCATCCTCACCT TOCTC

580 = 600 . 520 = 640 » 60

'GGCAACTAAGCACGAGGGT

GOCGTTGGTGTTCT T TCCGATCTCT ACGCAT TTCACTGCTCCACCOGAMAT TCOL

1140 1160

Chruschiovoplast
TGGGATTTGACGGCORACT TAAAAAGCCACCT ACAGACGCT T TACGCOCAAT CAT TOCGOAT AACGC T TGCAT CCTCTGTAT TACCGCGGC T GC TGGCACAGAGT TAGCCGA.
1240 * 1260 hd 1280 had 1300 b 1320 ol 1340
Citruschiovoplost . "
TGCTTATTOCCCAGATACCGTCATTGCTTCTTCT G/,MM A GTTCACGACCCG GGCCTTCTACCTOCACGE G CATTGCTCOCGTCAGGCTTTOGCCCAT COG
L 1360 el 1380 o 1400 i - 1440 i
e e R S R 8
Sequerce GAAMATTOCCE CTGOTGOC TOOCGTAG AGT  TGGGOC
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Figure 1- Alignment of ~1250 bp nucleotide sequence obtained by Nested PCR using P1/P7- R16F2n/R16R2 from non
infected sample with chloroplast sequence of Citrus sinencis

R16F2n/R16R2 FUS/RU3

STNP TSNP STNP TSNP

1239pb
867 pb

(Single Tube Nested glds po G (9051 b duslio > (Two Step Nested PCR, TSNP) (sldls 5o 43 Nested PCR 49031 gealii -2 JS
95 410391 (45 i g0 diged 3l lowsMygind U3, 45 PU/P7-R16F2n/R16R2 g P1/P7-fUS/rU3 gl ,5 ;¢ ;1 aaliiw! U PCR, STNP)
1Kb S o 1L 5w S g3l
Figure 2- Results of Two Step Nested PCR (TSNP) in comparison with Single Tube Nested PCR (STNP) using P1/P7-

fU5/rU3 and PL/P7-R16F2n/R16R2 primers in detection of phytoplasma from lime infected with lime witches broom. L: 1KB
ladder
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Figure 3- False positive reaction was observed (FP) in using primer combination P1/P7- R16F2n/R16R2 (product is 1239bp)
and P1/P7- fU5/rU3 (product is 867 bp) in Single Tube Nested PCR assay in lime sample. L: 1Kb ladder; PC: Positive
control; NC: Negative control
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