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1) wuilEunoe DNA aaada Pk anauldlunaannnans
2) msaminnd DNA minnau (ndvsala)

nsinndsunoe DNA asadaanauldluvaasnanans 8 2 98180

1) Polymerase Chain Reaction (PCR)
Types of PCR
- nested PCR
- qPCR

2) Loop Mediate Isothermal Amplification (LAMP)
- new LAMP-LFD recently developed
- commercial kits available



Nested PCR routine at Mahidol Vivax Research Unit, FTM
Pf Pv Pm Po Pk

bp
Nested PCR Sequence (5' -> 3') 500 =
i 400 ——
Plasmodium FW: ACGATCAGATACCGTCGTAATCTT 300 —
genus-specific 200 —
outer primers RV: GAACCCAAAGACTTTGATTTCTCAT 100 ——
Plasmodium
species-specific FW: ACGATCAGATACCGTCGTAATCTT
inner primers
P. falciparum RV: CAATCTAAAAGTCACCTCGAAAGATG
P. vivax RV: CAATCTAAGAATAAACTCCGAGAGGAAA
P. ovale RV: ACTGAAGGAAGCAATCTAAGAAATTT
P. malariae RV: AAGGAAGCTATCTAAAAGAAACACTCAT ot

P. knowlesi RV: CTGAAGGAAGCAATCTAAGAGTTC




gPCR at Mahidol Vivax Research Unit

Amplification

- P. knowlesi-specific qPCR

Cq
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Pink: Standards
Blue: samples
Green: negative controls
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X
— HEX  E=99.6% R*2=0.995 Slope=-3.330 y-int=37.406
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Case series of human Plasmodium knowlesi

ke = infection on the Southern border of Thailand
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Sec malania cases were suspected of F knowles) of . malariae mlection

RO, Ml (PR teah KNS oR IR in Songkhlaiand Narathiwat provinces during 2017-2018.

Although

i bee found throughout the Southeast Ass, il has been restriced
mainty o Mataysian Bomea. During November 2017 1o Apel 2018,
however, si cases of £ Anowlesi malana were identied in
Songkhl (5) and Nasalhtwal (1), souhern provinces of Thadand
located near Peninsular Malaysia, Despile the early disgnosis of
dengue, infuenza, or 1 faiciparum or 7 vivax malaria, all cases
ware confimed 1o be positive for P knowies! by xpedt microscopy,
nested PCR, and quanfitaive PCR. All palients mceived anli-
malarial freatment and recovered wihout complicatons.
This unprecedented number of F knowlesl malana, observed
within six months, is a cear sign fo e emerging theeat of
P knowiesi in the affecled and neighboring areas, induding the
jungle inhabited by the potential P knowies/ simian host.

Introduction
krom Fuman malana Flasmadum

c e from the Nasadhiwas Rajanagarindra
ospital, Narathiwat

Two from the malaria clinic of the Vector-
beme Diseases Control Center (VDCC)
of Na Thawi, Songkhia

Two from the Sadao Hospital and the
mataria clinic of the VDG of Sadao,
‘Songkhla

Ome from the makaia dinic of the VDCC
of Saba Yoi, Songknla

(- maross.
L T TR S ovt e
pears o agnasn  Mestes o s
Gopa
BN M| T | MaThawiseecos  Thekemnus  Pawess | faees | Ramwes | L6 Nowmse i)
Eltratey
Gaveral of r
after rehurring from e counlriessin Scuthese Asia. 2 4 | | o |t ot | G M | B bt | b | B bt | 390 denemy 2018
In Thatand, P knowfes! infections have been reporied since 1996 sy
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'was identied in Prachuap Knhirl Khan, a Southem province of Thailand.
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patients were demonsirated from Khirt Krean, Chantaburi, i
MNarathiwat Durng Oclober 2008 and Seplember
008, 23 hrman miecied Fkoowios Gras w0 disoied fom B o e, amman game
several parts of e country. In June 2008, two G50 of singie F inowlos! e e e e L S e e
infections were getected in southem , the patients were
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/. the Thai Naficnal Malaria Control Program (NMCP) reporied
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Targeting 185 rRMA genes.

P foloponum Wy CASTTALLAEATCTEGALLATS

Conclusions
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