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Appendix 1
Consent form (Thai)

SMRU (Shoklo Malaria Research Unit)
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Appendix 2

Consent form (English)
Consent Form
The Investigators are: SMRU (Shoklo Malaria Research Unit)

Purpose: The purpose of the  dy is to evaluate a new diagnostic
test for MALARIA

Permission

| understand that | was selected, or my child was selected as a volunteer for this study

because he, she or I have MALARIA,

| hereby authorize a qualified person designated by the SMRU to withdraw 250 |JL (a

few drops) from a finger prick for the purpose of medical research related to the
diagnosis of MALARIA,

In case the diagnostic of MALARIA s established, no more than 6 mL will be
removed. | understand that 1 will be informed of any change in the nature of the  dy
or the procedures, as described above, as they may occur. A qualified person from
SMRU will answer any questions that I have.

| understand the purpose of these tests is to gain information about the potential of a
new diagnostic test for malaria, and they are not intended as a direct benefit to me.

| consent to the use of the results of the studies performed with this sample of blood for
publication for scientific purposes, excluding my identity.

| understand that a committee exists which has reviewed, and continues to review this
study from a scientific and ethical standpoint. | further understand that | am free to
withdraw my voluntary consent and discontinue my volunteer participation at any time
without prejudice.

| understand that there is no compensation available for my participation in this
research study.

[ ]
DONOR’S Signature Date:

Donor name (printed)
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Appendix 3
Consent form (Karen)
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Appendix 4

Microscopy form |

OptiMAL IT Study

Microscopy Form I (MKT)

Code OPT

Date
Name Sex
Age years

Microscopy results

Hematocrit %
Number of asexual parasites/pL of blood

Sample taken
1 PCR spots
1 EDTAbDlood 1ml

Lab tech name

1 OPD
1 T™I
1 HP

ML
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Appendix 5
Microscopy form I

OptiMAL IT Study

Microscopy Form 11 (MS)

Code OPT 7 OPD
1 TMI
T HP

Date_

Name

Microscopy results ( 2rdlevel)

Lab tech name



Appendix 6
Microscopy form Il

OptiMAL IT Study

Microscopy Form 111 (3rdLevel)

Code OPT 10PD_
1 TMI
I-HP

Date_

Name

Request for the 3rdlevel

Microscopy results

Lab tech name



Appendix 7
OptiMAL Result form

OptiMAL IT Study

OptiMAL Result Form

Code OPT 1 OPD
1 TMI
1 HP

Date_

Name

OptiMAL Result

Negative
Positive p.falciparum, Intensity

7 Slightly positive [ Positive 1 Strongly positive
Positive p. non-falciparum, Intensity

7 Slightly positive 7 Positive 1 Strongly positive
Invalid

Remark

Lah tech name
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Paracheck-PfForm

Code OPT

Appendix 8
Paracheck result form

QptiMAL IT Study

1 OPD

Date_
Name

Paracheck -Pf

Negative
Positive

Invalid

Remark

Lah tech name

Ml
1 HP

1 Slightly positive
1 Positive
1 Strongly positive
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Appendix 9
EDTA List

OptiMAL IT Study

EDTA List

CODE Date ofcollection
OPT

. OPT

OPT
OPT

OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
Total samples
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19
13
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Appendix 10
PCR List

OptiMAL IT Study

PCR List

lillg p f Dateofcollection
OPT
OPT

OPT
OPT

. OPT

14 .

15

16
17

18..

19
20

OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
OPT
Total samples



Appendix 11
OptiMAL Time Record

OptIMAL-IT Time Record Date

1. OPT 11. OPT
2. OPT 12. OPT
3. OPT 13. OPT
4. OPT 14. OPT
5. OPT 15. OPT
6. OPT 16. OPT
1. OPT 17. OPT
8. OPT 18. OPT
9. OPT 19. OPT

10.0PT 20. OPT
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Appendix 12

Microscopic Examination Procedure

Blood sample will be collected by finger prick from clinically suspected malaria
cases presenting at the OPD.

Thick and thin blood film will be prepared on the same slide and stained with
fresh 10% Giemsa solution at pH 7.2 for 20 minutes. (Two slides will be taken from
each patient; one slide will be examined at the first level (on site) and second level
(Mae Sod) the other will be kept for the third level at HTD for further examination).

Thick blood film will be examined by using 1000 X magnification by expert
microscopist as the standard practice. Parasitaemia will be measured by counting the
number of asexual parasites against a number of 500 leukocytes in the thick blood film
by hand two-tally counter; if parasite count > 500/500 WBC the count will be done
against 1000 RBC in the area where RBC are normally distributed in thin smear.
Parasites stage and species identification will be done on the thin films,

Thick films with no parasite found in 200 fields, will be considered to be
negative.

Assuming that the average WBC count is 8000 per microliter of blood, the
parasitaemia will be calculated by using the formula;

Parasitaemia/pL = Number ofparasitesso Ber 500 WBC * 8000

For parasitaemia done on thin smear (against RBC), the following formula will be used:
Parasitaemia/|iL = Number of infected RBC per 1000 RBC * Hct * 125.6
e.0. 15 per 1000 RBC with Het =36 %
Parasitaemia/ pL = 15* 36 * 125.6

= 67,824 parasites/pL
Slides will be reexamined in the same way by a second microscopist at the secondary
level (Mae Sod) without knowing the result of the first level.



Appendix 13

OptiMAL-IT® Assay Procedure

The OptiMAL-IT test were kept in room temperature and just opened before
performing to avoid exposing to humidity. The patient's code and date was labeled on
the device. The same finger-prick blood wound from which malaria smear were made
was used for the blood collection by the pipette supplied with the kit. The entire volume
of blood (approx. 10 pL) was added to the Conjugate well. After mixed gently, the test
was stood for 1 minute. The test device was pulled out and the dipstick vertical was
Inserted into the conjugate well and stood for 10 minutes or until the blood or
conjugated mixture completely soaked up. After the blood migrated toward the filter
pad, transferred the dipstick to the wash well and waited for 10 minutes until the filter
pad is completely cleared of blood. The time had to be 10 minutes if less than that there
could be a hack flow of blood though the pad is completely cleared. Then removed the
dipstick from the wash well and clicked it back into the device. Cleared strip was read
under natural daylight and the result was recorded in the form and on the device.
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Appendix 14

Paracheck Pf® Assay Procedure

Paracheck test were kept in room temperature and just opened before testing.
The patient’s code, date and exact time of testing were recorded on the device. From
the same fmger-prick, the adequate quantity of blood (approx. 5 pL) was collected by
pipette provided in the kit. Applied the blood to the sample well "A” immediately then
dispensed 6 drop of clearing buffer into well “B”. The result was read at the end of 15
minutes under natural daylight and was recorced in the form and on the device.



Appendix 15
OptiMAL IT® Leaflet

Temporary - Boxe Insert (o201t)
OptiMAL-IT Only for evaluation use

Mort than B®Omillion catat ~ Malaria occur 3 Lytar, ol which 3 million prova fatal, particularly ~ children.

DtaMad OrptiMALlT laa dipatlck Mat tor tha detacti?n,of an Infection b Ptaamo%lum app ta human blood aamplaa
Vﬁllg\llﬁl‘fgr tmﬁ?ﬂgﬁtween: Tt tMetpanawtreepontlbie agent of moat fetal caaaa) and PI'MM faWpanwt Fft BX,

SpedHdty: OptfMAUT detects the pretenca of pU)H (perealte lactate dehydrogenase), an entyme produced by both
sgxual arYd n\[}tu'\{lfbformeo tha oargalta. Tﬁwere ?ar%o c( oaa-reacﬁon with r%e hgman BOR ymep Y

SeoeitMtr OptiMALTT detect* \ﬁeripberelparesiuemis levait of 0.001-0t0 0 » g60-100,l pare**+* ner gL of Wood).
T.hestensmw cnbecomp%red ith mlcroecoalleobse atign of a thin blood ameer, uaing a X100 immeraion objec-
tive, Tora period  approx 30 minutes, by a well-treined technician.

Feet and Eaey : The result laobtained 20 rvinutea OgstiMALTr providea all neceetary matariale to perform a teat.
Icleal tor a non-iaboratory emrionment  endemic areas.

Monitorintg of treatment with OptiMAL-T: the MattaonIP/ potitfye when Dye Parashas are preeent  the blood. A
Ir\ﬁﬁ af tes bico g* negra |v%ger}?raljyttathm 2-4 daya fol ompﬁ,the begw ng Qf successfu trte%tment hua Opat-
1T laaultable to veriry the etfectiveneea  therapy, underlifiing possiole réeiattnt atraina of Pistmodium apB

Reagents OptatAITT - Individual rapid Malaria teat
Btch linglA tASt ptcfctflf corsviy?
1 device with dipstick, conjugate well, waah well

I "werampoule of buffer

%

1 achemadc Met procedure
boxes of 12 Individual Tact package*

Stability; tee expiry date on aluminium foil

mportant \When transporting or storing the packages, avoid expoeure  high temperature
,ovgr 38*0 ¥(\)/r a pen% Iong%r than 1gday. Rvo%(él gany expoeure to 60*c eﬂgﬁwocﬁer the
reegenta may be damaged).

Ceettetc ueed ae djrected, OptiMAL-ir reegenta preeent no riakto the uaec after contact
WI'[FI a{ier¥tv ! rloog temple (Stacar(aghe potenhafefﬂ?ecteg matertlgl Into aultabiewatu contarllner.
Do not pipette by mouth.

t emple Materiel « Capilary blood cdtacMd from fingertip or from ear. See teat procedure below.
* Freehwhole Wood, collected by venipuncture uaing EDTAor Heparin sample tubes.

Poehhre Control  DtaMad o tfeuu.f,gel'ocontro(lnreo Te,d.from vitroculture%(l)fPteemodbm Wdperum,
conitint pl-DH specific for Ptaamoalum falciparum {taparataty everlabla).
itlarecommended,toveri the erfogmnce of?gtM L-fT @ regular manner, and eapedaf-
y after transportation an torage uner tropical conditions.

Priedple of the  DiaMed-OpdMAL-fT is a ragid, detection teat u,sinP a dipstick coated with monooional
teat antibodtaa al amstth? Fr)?eta %Il,c eluyme ﬁ&{a‘aslte actlate dei:qdrHo enase S?LbDl-t?q
o T i, B e

iyoate reACt with the t ssm?1 iym SCD.
The reac&mnsare demonstrsted by the appearance g darkpﬁlr le bende on the dipstick.

Ths band of ths pro?edure contro] Igoat anti-mo seg muet alwa sli,e preeent to vatlde-
Me result  casa of absence of the control band, the teat le not valid.

) Goat end-mouse (procedure control)

Monaclona] anti-pl DH specific to ell 4 species of
Qlasmod?umafftar}tér%%paruﬁl, Iv%‘f/ax, mat (elels, ovate) ¢
3) Monoclonal énli-GidH specific to ft falciparum
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Appendix 16
Paracheck PF® Leaflet

parachech
RAPDTESTRRp FALOPAR MIVALARA

INTRODUCTION DeV|ce)

SRR .l IR, OIS, SRgh sy for O e

SUMMARY

Four s [eues of the Plasma | m parafs fes are respon5|ble or m laria i | fections huma}n Viz. aag%rum vivax
H1 oV ap Iarlae these (a £ MO vaentan severes ecies that Is responsible for most o’f
e. morpI %er r ort lity wo 8 ar el C

detectlon 0 ar|a S 0 amount h P? ﬂl d“%
Inciagnce a ma arfd an JU% resl ta%ce assoclateq) 51 E{% IS a water SO|Ub g protein that IS released trom
parasitise eryt rocytes of Infected Individuals and 1S Specl ic to t g CIparum SPECIes.

Parachecl% Pl ?etects the gr sence of Pf HRP-2 inwhole blood specimen and is a sensitive and specific test for the
detection of p. falciparum malaria.

PRINCIPLE
Paracheck PI I?

fo

dtestfort detection . falcipar um malaria that utilizes the ICI le of immunochromatOyraph
?t g test Sﬁm e %st rough emem(Pra egssem%?go the gewce afteragdltlon fepclearln #er the c?ﬁ ?3" r¥t|
Pf HRP-2 colloidal gol con te monoc nhe) antisera om ﬁ sed S 5 e This complex moves
her on the Hlem ane tot reﬂl? 1 |t|s lmH]OH gf the antl Pf HRP2 % 0noc 0n aera oatqb d[
mem rane lead| rmatlono a coore hand whi con saposmvetest res senc o |scoor |n
the test reglon m |ca esane t|ve t eSLé The unreacted conjugate ang unbound c%mg ex If any. move further on the
memEran da%aresu uen |mmo antlmousea coated on the membrane atthecontrol region, forming
a pink band. This contro erves to va ethe test per ormance
E)QEAGENTSk ANDkllt\/bL\TERIALS SUPPLIED
arachec ¢ .
iin pouc(neél Hew es - Membrane assemb% tPredng)ensed with anti %f HRP-2 coII|0|da| gold con jugated antisera,
aﬂ ﬁZantlsera an t| mouse antisera at the respective regions anffsample applicator-pipette!
2 garing buffer a droppe
OPTIONAL MATERIAL REQUIRED
Calibrated micro pipette capable of delivering 5 pi sample dtcuratelye
STORAGE AND STABILITY

EEeE é%sEt kit may be stored between 4-3(fC fill the duration of the shelf life as indicated on the pouch / carton DO NOT
NOTE

Read the instructions carefully before performing the test,
Formvnro?f agno tlc yse &Ncg F%R gl NAL USE.
Do not use gw
ontl}er xrea ndl from di erettots
Flap ea S ec fa ote t| |0nﬂ
0llow stan ar |osa et gul ing and disposal of potentially infective material.
SPECIMEN COLLECTION ANO PREDARATIO\I
Fresh anti coagul]atedwhole blood s uIleeuse astestsa Ieand TA or He ann or Oéalate can be used as. S\,Ilt ble
antlcoagu lanL"The spec ens uI e collected, acl ar}gr ssorpaéﬁlcco tairer. Ifimme (ﬂt)e te(sjtln IS not 055| g
S emm aoy eso ﬁ_ cb t07 hours oetestln otted or contaminated blood samples not
ed for per rmlngt e tesL Fresh bioo

rom finger pnck puncture may also be used as a test specimen.
TEST PROCEDURE
. Bring theParacpeck fkltcom onents to ro e perature beforetestlnﬂ

Chce% etrt]eecgi)our oq t?]e d%glcsc%ﬁ_ ?ts%ouﬁd%e b L a el% tas u%régtecsolgourr elses %erv ?ntt%ﬁ?em%mté)arré’(’{ﬂetﬁ“&e{ea ‘%Ffd
en tﬁe Hch and rem Ve H})%I e device. O C openefi the gewce mlﬂ]st he used |mmeP|ateI

“ E] I%ngil A coluat Ooglo’fl H‘qB 8|OX %r(])tco e\cte on othghsearsr?nfg l dD I% aeosa Ifj)ewe /&h ﬁﬁlusr(fi%ﬁ%e%

apprommatelyg F”} e Iood specimen).

, Fi k blood is being used, touch th I t to the hlood h fi k
iy e ot el RS R0 B2 B Rl
2 ot cloted and 16 aser 0 esampl padlIs imme |ate5)
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Alternatively, 5 pi of the anti coagulated or the finger prick specimen mav be delivered to the sample pad in the
sample well '& using a micro pipette,

NOTE: Ensure the blood from the sample applicator pipette has been completely taken up by the sample pad.

B, Disgense six drops (300pl) of the clearing buffer into well 'B" by holding the plastic dropper bottle vertically.
6. Atthe end of 15 minutes read the results as follows:

— NEGATIVE for p. falciparum malaria : Only one pink colored band
cnr TA 0 B appears in the ?ontrol F\3vindow 'C. ’ g
cerTTI TA Q B POSITIVE for p falciparum malaria: addition to the control band,

a distinct pink coiored band also appears in the test window T

1. _The test results should not be interpreted after 15 minutes.

8 The test should be considered invalid if no bands appear on the device. Repeat the tesl with a new device
ensuring that the test procedure has been followed accurately.

LIMITATION OF THE TEST
1. Since the Pf HRP-2 persists for upto a fortnight even after successful therapy, a positive test result does not

indicate a failed therapeutic response.

2. Incase the test needs to be used to monitor success of therapy, testing is advised only from 15 days after the
completion of therapy.

3. As with all diagnostic tests, the results must always be correlated with clinical findings.
PERFORMANCE CHARACTERISTICS

1. Inan independent Study, a Eanel of 167 samples whose results were earlier confirmed with expert microscopy
were tested with Paracheck Pl and the results obtained are as follows:

Paracheck Pl Sensitivity Specificity
Sampl.e type Total no. of samples tested Posifie Negative % %
n falciparum positive 74 13 1 98.6
P vivax positive 8 t0 8 - 100
Malaria negative 85 1 84 - 98.8

2. ananother independent study, 125 patient samples fromap falciparum endemic area were tested with Paracheck PI
and microscopy (thick and thinl smear]. Paracheck PI was found to be 100% sensitive and 100% specific to p. falciparum
against microscopg. Al the 31 samples that tested positive for p falciparum under microscopy showed positive results
\glth P%raihslck I. The four p max positive samples and the 90 *malarla negative samples tested negative with

aracheck PI.

3. Inathirdindependent study, 100 patient samples were tested with Paracheck PI, with anotherimmunochromalograghic
tes| for p falciparum and with microscopy. Paracheck Pl showed a 99% correlation with mjcroscopy and a 98%
correlation with the other immunochromalographic test

4. From the above results and the results inhouse data Paracheck Pl is a highly sensitive and specific test for the
diagnosis of falciparum mlaria.

BIBLIOGRAPHY _
1. Howard, R. J,, el al, 1986 : Secretion 05 Malarial Histidine-rich Protein (Pf HRPII) from Plasmodium Za/c/pan/m-infected
Erythrocytes. J. Cell Biol., 103,1269-1277

2. Rock ER etal 1987 :,Com‘par_ative Analysis of the Plasmodium falciparum Histiding-rich Proteins HRP-I, HRP-II, and
HRP-II1 in Malaria Parasites of Diverse Origin. Parasitol., 95,209-227.

3. Parra, ME. etal, 1991 Identification of F(’]Iasmodlum faluparum Histiding-Rich Protein 2 in the Plasma of Humans with
Malaria, J. Clin. Microbiol.. 29,1629-1634. _

4. Rodriguez-Del Valle, M.; et al, 1991 : Detection of Antigens and Antibodiies in the Urine ol Humans with Plasmodium
falciparum Malaria. J. Clin. Microbiol,, 29,1236-1242.

5. Data on file Orchid Biomedical Systems.

_Manufactured by
Orchid Biomedical Systems
Plot No. 88/89, Phase Il C, Verna Industrial Estate, Verna, Goa - 403 722, INDIA
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Curriculum Vitae

Personal Information

Name: Sarika Pattanasin

Sex Female

Date of birth 13 January 1970

Status Single

Nationality Thai

Place ofhirth Ubonrajchathani, Thailand

Religion Buddhist

Permanent address - 48 Viphavadi Soi 62, Viphavadi Rd, Laksi, Bangkok,
10210

Email address sarika3 56@hotmail .com

Education Background
*  B.Sc (Med Tech), Chulalongkom University
Year of graduate; 1992
»  Master of Public Health, (Major in Health Systems Development)
Chulalongkom University
Year of graduate: 2003
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Working Experiences

Master of Public Health student, International program The College of
Public Health, Chulalongkom University with doing Thesis with Shoklo
Malaria Research Unit (SMRU) Wellcome-Mahidol University, Oxford
Tropical Medicine Research Program

Laboratory  coordinator, American  Refugee  Committee  (NGO),
Kanchanahuri

Laboratory staff, Deja General Hospital, Phayathai Rd. Bangkok
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