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Detection of Colletotrichum acutatum and C. gloeosporioides by Real Time PCR
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Real time PCR was used to discriminate Colletotrichum acutatum and C. gloeosporioides for analysis of popu-
lation density. Two primers, calnt2 and cgint, used for conventional PCR to discriminate two species were
modified with fluorescent dye to make probe for real time PCR. Fluorescence signals were successfully
detected by fCalnt2 and vCgint probe coupled with primer pair Unicofl and Unicor1 resulting in discrimina-

tion of C. acutatum and C. gloeosporioides by comparison of delta Rn value.
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Table 1. Overview of oligonucleotide used in this study

Name Type Sequence and labelling Target
Ceytf4 Forward primer TGGGTATAGGTTTCCTGGGTC Cytochrome b
CGR2 Reverse primer GCAGCTGGAGTTTGCATAGG Cytochrome b
Unicof1 Forward primer CGTTGGTGAACCAGCGGAGGGATCAT ITS
Unicorl Reverse primer GCCAGAACCAAGAGATCCGTTGTTAAA ITS
Cunicof1 Forward primer GCGGAGGGATCATTACTGA ITS
Cunicorl Reverse primer TGATATGCTTAAGTTCAGCGGG ITS
fCalnt2 Probe FAM-GGGGAAGCCTCTCGCGG® ITS (C.acutatum)
vCgint Probe VIC-GGCCTCCCGCCTCCGGGCGG* ITS (C.gloeosporioides)

*Afanador-Kafuri ef al. (2003).

Fig. 1. Agarose gel electrophoresis of the PCR assay with boiled
spore suspension and isolated DNA of Colletotrichum acutatum
and C. gloeosporioides.

Isolated DNA of C. gloeosporioides (A) and C. acutatum (B),
boiled spore suspension of C. gloeosporioides (C) and C.
acutatum (D), M: 100 bp ladder.
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Real time PCR. Tagman ProbeZ ©]&3b species-
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Fig. 2. Real-time amplification plot of Collerotrichum acutatum (left) and C. gloeosporioides (right) isolated from pepper fruits. fCalnt2
is specific probe for C. acutatum and vCgint is probe for C. gloeosporioides.

time PCRoY & & A] X-3}4] template DNAY] Z o] W&
VxR Yojyt FEH|go] oA FoR FHHM #
Ao gre g2 nE WEA Iz oY FAMI} VIC
vhgo] FH e Frkete Fee) 212 &g 7 9
At C acutatumd| A VICAIZ S F7171 dojd o=
£ ity HFure 02 Template DNAS] %Fo] 73
Z718PE A VIC probe® BlEo]Z o2 ukgate] Yojt
Ao F2&T £ glon B VICHe 4% =717t ¢l
AL stk FAMo] B3]l F7HE :
C. acutatum®] gk Sojgtgo g ke 31: stk C

]

gloeosporioides®] 735 FAM3 VIC ¥ 33985 ¥
59 W FAM2 %= Rnd F717F A8 glley
VICO| M= Rnglel A&Ho g Frléles AE & 4+ 9
Rom, s AT izl A= FAM3} VICS] Rn
W55 57 it (Fig. 3). 2HER oo w u
& FAle FHE BAAN C gloeosporioides A v
el Rn#tel F7F= C gloeosporivides®l] o ¢ £o]

25

1 ® Calnt2

2 O vQgint
g 15
g
8 1°

0- S S -

Cat Ca2 Ca3 Cad4 gt Qg2 g3 4

Isolates
Fig. 3. Delta Rn value of Collerotrichum acutatum (Cal — 4) and
C. gloeosporioides (Cgl- 4) after 60 cycle of real time PCR by
TagMan probe.
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