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INTRODUCTION

diagnosticks - Malariz (PwPf) is a rapid, zell performing, gualitative, tao sile sandwich immuncassay utilizing
human whole blood for the detection of P falciparum specific hislidine rich protein-2(Pl. HRP-2) and P wivax
spelic pLOH. The lesl can also beused for speciic detection and dilferentiation of F Erlciparum and B wivax
malaria in areas with high rates of mixed infections,

SUMMARY :
Four spacies of the Plasmodium parasites are responsible for malaria infections in human viz. P falciparum, B
wivay, P ovale and P omalacae. OF these, P faiciparum and Pyvivay are consideres the * Big Two™ due o
Incidence of cerebral malaria and drug resistance associated with P falciparum malaria, and high rate of
infeclivity and relapse associated with P wivax. As  the course of treatment is dependent on the specias,
differantialion between P falciparim and B wivax of uimost importance for betler petient managemsant  and
speady recovery.

In diagnosticks - Malaria [Pu/Ff, the delection system for P faiciparum malaria is based on the detection of B
falciparum specific histidine rich pratein=2 (Pl HREP-2) which is a water soluble profein thal is released from
parasilised enyihmocytas of infected individuals, The datection systam of B wivax is basad on the presince al 2
viveyx specific pLOH.

PRINCIPLE
diagnosticks - Malaria (PP utiizes the principle of mmunachromatography. A the test sample flows
thraugh the membrane assembly of the device sfter addition of the dearing baffer, the colored colloidal gald
conjugates of monaclonal anti P HRP-2 antibody 2and monocional anti Fan spedific pLOH antibody complexes
the HRP-2 /oL DH in the lysed sample. This complex moves further oo the membrane io the test region wiare it
is immobilised by the moneclonal antl 1. HRP-2 antibody and! ar monoclonal anti vivex specific pLOH antibody
~coated on the mambrane Téading to formation of pink-purple colored™Band’s which coRfirms a positive test
rasuli. Absence of colored bandfs in the test region indicates o negafive lest resolt for the corresponding
antigen. The un reacled conjugate along with the rabbit globulin coliaidal gold conjugate and unbound complex
iary, mowe fusther o tha membrana and anesubsequently immoebilisesd by ant rabbit antibodies coated an the
membrane at the comrol region, forming & pink-purple band, This control band serves to validate the test
performanca,

REAGENTS AND MATERIALS SUPPLIED
diagnosticks - Malaria (PwPl kit contaims
M Individual pouches, each containing
1. Cassatte (Test Devica) | Pre-dispensed with monoclonal anti Pf. HRP-2 antibody colleédal gold conjugate.
| manocional anti Fan specific plDH antibody collnédal gold conjugata, mabhit globolin cedinical geld
canjugale, monaclenal anti Pl HRP-2 antibody, menoclonal antl P vivax apecific oL.DH amibocy and anti
rabbil anfibody al the respechve reguans
2. Desiceant Pouch
3.5 pl Sample Loop.
B. Buffer Solution Bottls.
C. Package Inger -

OFTIOMAL MATERIAL REQUIRED
Calibrated micro pipetis capable of celivering 3 pl samphe accurately.

STORAGE AND STABILITY
The tast kit may ba stared between 4°C-30°C till the duration of the shelf life as indicated on the pouchicarton.
DONOT FREEZE.

NOTES

1. Read the instructions carefully before performing the test,

2 Forsinilra diagnosticuse oaly,. NOTFOR MERICINALUSE.

3. Do nat use heyond expiny date.

4. Do natintar mix raagents from differant lots.

5 Handle all spammens a3 potentinly infecbous.

B.Follow standard bie-safety guidelings for nandling and dispesal of patentially infective material and kit
rmaberials

SPECIMEN COLLECTION AND PREPARATION
Frash bood fram finger prck { purcturs should be used a5 a test specimen. However, fresh anti cosguiatad
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whole blood may alse be used a3 a test sample and EOTA or Heparin or Owxalate can be used as suitahle anficosgulant,
The specimen should ke collactad in a clean glass or plastic container, If immediate lesling s nol possible than tha
spasimen may ba slored at 2°C- 8°C for up to 72 hours befors testing. Clotted or contaminated blood samples sheula not
be used for performing the test

TESTING PROCEDURE AND INTERPRETATION OF RESULTS

1.Bring the diagnosticks - Malaria [PwPf kit components to room temperature before testing,

2,0pen the pouch ard retrieve the device, sample loop and the desiccant. Chack the color ofthe desiccant itshould he
Blue. Ifit has tumead colouress or pink, discard the device and use anclher devics, Onee opaned, the device must be
used immediataly.

3. Tighten the vial cap ofthe clearing buffar providad with the kit in the cackwise direction ta plerce the dropper betile
mazzlo

4 Evenly mix the anti coagulated blood sample by gentle swiding. Dip the sample loopin o the blaod sample, Easuring
thata loap full of blood is refieved, blol the o so collected in the sampls port A, {This celivers approximately 5 pl of
the whole blood spacimen).

OR
In case finger prick bloed is being used, touch the sample loop to the blood on the finger prick. Ensuring that a loco
full of blooc ks refrieved, immediately blo! the speciman in the sampla port "A' (Care shauld he taken that ths bleod
sample has not clatted and the transfer o the sample port is immediata).

OR

Allernatively. 5 ul of the anti coaguiated or finger prick spaecimen may be deliverad in the sample port A" using a micro
pioathe

WOTE : Ensure that the bload from the sample loop has been complelely taken up al the sampla port'A'
5. Immediately dispense 2 drops ofthe buffer salution inte bulfer port 8", by holding the plastic droppar batile verfically
G. Read the results attha and of 20 minutes as follows:

NEGATIVE : *
Gnly one pink-purpbe band appears in the conbrol window 'C".

POSITIVE AL
B vivamalaria : In addition to thacontre! Band, a pink-purpbs band also sppears under the ragion marked Py’ in te best
window T
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P faicioarm malana | Inaddition to the control band, Splﬂk-ﬂumle banu:l a mappaats-u—uﬂarm agionmaiiad PFinthe
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Mixed Infaction : In addition to the confrol band, two pink-purple bﬂds ap:marundarthe negmns marked'Pv & 'PT intha
lest window T o [
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The test should be considered invalid if no bands appear on the devics, Repeal he les! with a new device ansuring that
e lest pracedurs has been followed accurately.

LIMITATIONS OF THE TEST =

1.Aswith all disgnostic tests, the results must always he corelstad with chnical Tndings.

2. Theresults of the test are to be inferprated within the eplcemiological, chnical and therapeutic context. When ii seems
indicated, the parasitological lechnigues of reference should be considered (microscopicexamination of the thick
smaar and thin biood films),

3. Any medifisation to the above procedure and! or used of other reacants will invalidate the test presedure.

4 Interference dus lo presence of heleraphile antibodies in patient's sample can lead to emoneous analyte detectionin
immunoassay, has been reported I vardows studies, dlagnosticks-Malaria { PwPr uses HETEROPHILIC BLOGKING
REAGEMNT (HER] 1o inhibit majarity of these interferences.

S.dlagnosticks-Malara (PwPis 100% sensitive to & falciparumand B vivay malana, However , o negative test rasult
does notrule cut the possibility of infection wilth B gvale and B malarize.

f.In case of infaction with £ weax usually, the Py’ bands can be employed for monitoring success of antl malarial therapy.
Heaweyer, sinee lrestment duration and medication vzed affact the clearance of parasites, the test should be repested
afler 5-10days of star of treatment,

7.Ifthe reaction of the test remains pasitive with the same intensity after 3-10 days, posttreatment, the passshility of &
resistant strain of malaria has o be considered.

B.n B falciparum malariainfection, FLHRP-2 s not secrated in gametogorny stage. Hence, in *Carrisrs",the 'PT band may
baabsant

8_5ince PRLHRP-2 parsists for up o a fornight even afler suocessfultherapy, & positive test reault does notindicate a
failed therapeulic nesponse. If the reaction of the test remains positive with the same intensity afler 5-10 days, post
lreaiment, the possbility of & resistant sirain of malaria has to be considered,
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10.The 'Pv' band can ks used far manitering success afanti malaral therapy, in cass of stand alone B vivax infection. Far
maonitering success of anti malarial therapy in case of stand alone P feloperem infection or mixed Infection,
employing & Fan specific pLOH based systam iz recommended after 5-10 days of nitiation af the chemeotherapeutic
agent.
1. Dn notinteroret the test results beyend 30 minutes.

PERFORMANCE CHARACTERISTICS
In an in house siudy, 8 panel of 207 samples whose resulls were carfior confirmed with microscopy wers 1ested with
diagnosticks - Malzria (P2 The resulls oblained wens as follows

| fur et TEra G ——— —
S Total .'.\lumb-nr of | ciiggrosiichs - H.sla-u o I'Fv.vfi Sansitivity Speciteity
| Barnples Tested | Pasitive .rrs:llh;n (k] U]
i F rafcigamm EDSHP-'EI 22 ZZ i} 100
B vivax Pogilive 17 7 a 100 | >
| Malariz Megate 154 i 155'; - | 1400
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