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The  first af  this project were devotoad mainly to

eolablish bnuiﬁ Lechnologias neadeo o the sucucessful
performance of  the verious steps outlined in the grant proposal .,
Due to the lack of nvailahlm‘ﬁ. vivax DNA ol thig tame we used P
borghei  from  infocked o ce  and P falzipacam from cultwres as
errogabte” DNAL N Ehough we are aware,  that DNA - from different
spocios  of Flaosmodium  Jdiffers both in composition  and in
atruchure, we consicdered b an appropriate aodel system.

Numerots exteoct fons  of  PNA from Saponin btereatoed  Fo berghel

infoocted mouse  rod blieood colls yielded aboubt 1-2 urg DNA per ml

vivax

infeclod blood al 0% parasitemia. It was obvious thot,

DNA samples  will asver b of this magnibude, and therefore only
the most frugal esporimonts could be performed in the fuhkure. I

berghai DNA served also  as the moedel for the preparation of a

ntrated on thia

genomic Tibrary  weing THLLT vector.  Weo conce

Lo complonant and  expand the library already prepared by
Lho  Thai-Auatralian team, <o that two differant  libraries
alabained by difFarant meanss cduld be comparad in the futwe. To
achiove maximal cloning officiency the DHA bad bto be purified to
a high degree. Various  teehniques of  DNA preparchion have been
conparod ko achinove purity with minimal loss during this process,
s thalt  oven tiny amounts af DNA extracted from F. vivas samples
will yield useful preparations.

Among the technigues  =2xkamined, whiczh included direct
extraction from gel slicwes, slectrolution and "Elutip D" columns

and other  accepted procedures, we chose Schleicher % Gchulld
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Elutip D as the most efficient  and DNA consarving. For maiimal

he

o
ja

efficiency the appropriate physical conditions had
ectablished. The obtandardication of this stop tonk‘mua‘ of our
efforts prior to Frof. Framuans ‘visit and  tho delivery of F.
vivay samples.

The firaeb oxporimonts  using B !Lyéx_{rum infocted blpod
colloctod from pationts in Thailand and  concentrated uwsing the
mathod  described  in Lho grant  proposal, werse DNA entractions
wsing khe Maniatis method, as  emplayed by the That—-Nustralian
beram. This erbraectioan procedure was later compared to the method

usod by Wallach of al. for F. falciparum and o berghei.
Al present we are abbompbing to find more  probes that would
hydridize to different isolates of P ovivay and not hybridiza to

DNA from ather wpocies of Plasmodia which could be used to

from patients suzspected of being infocted

analyee blood  ooampls
with Ehe parasite. Fo vivax  shows o high  level  of Laryoatypn
polvmornhi an o ‘e beon ohown by Langasloy (17688) on isolateod
parasi cos abkainet from diffarent patients. Oue  approach io tn
find a ropotitive cequence that can be uzed as a highly senasitive
DNA prabr. Faor thie purpose, we ettracked  DNA - from  F. vivan
parasites  isnolatod from Ffouwr pools of infected patients, cut
with different reostriction encymes in order  to see whether they
contain repetitive coquences. The enocymes uszd were HamIID, Xhal,
FetT, AVUIL, kKpnl, 89111, HiadIII and Toql. The simples were run
on 0.8% agaroam gorl, and then sktained with ethydiun bromide., Mo

detectable discrete band proving the presence of repetititve
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aeauences  have  hren delecteds To  dmprove  on cseneitivity, in
addition tn direel plhvdiom  bromide Sonthorn hlotiing was also
used to  detect diccrete  bande but thio highly sensitive aethod

alasn could not show renebilive sequence in aur samples.

The reasulic of ot Soulhern blotting  erxperiments thus far
shewed Lhat  no hybridizotion was obtained using 100-200 ng. F.
vivax DMA, 100 ny heman DHOA o clone VELIOT (R0 ng) as prebes on
a hiol  contairing an-100 ng of P.oovivar DNA cul with the
rostrickion anzymes ol cnd o HindITID and hyl:»r*il:lir.r.“r'. overnight.
Wer then performed hlelLing .‘:(['l(?!'im'.'-‘ﬂ’:_ﬁ to dotarmine the level of
Gered Livity of theae probees Human DNA S weod ag 2 prmbe could
dedecdt an Titdle o oo oof Iju\man DNA an a hinot. Tn addition, we
were able bo odetort 100 pg  of clone MPLIOL din en L')vr'r'ru'gl-l‘:
euprair e, Thas 3t wenld apprar that eovivar DRNN contains either
vy low amounte of aepebitive DNA, o cuxteone het eragrnei by of
Fapedd Live acgnen: o ahict odo not croso hiybr idice mithin o ¢given
Poedate. These vesndto alor ahow Lhat there i very little Qens
than 1% Jrwen PN precenl  in the oo vivay samples oo for
analyoed,

Tiv order ‘o dicdinguich  betwecn Lhe posaibility of edther
Tittr e o na v epeliltive DNA dn Lhe PO viva gonome, oF & very
high level of holerayencity between repetitive elemants, Southern
blotting experiments will be t:.ar.r-ifad oul. under conditions of low
stringency. Should bhybridization  he detecterd, than various
restriction enzymes  would be  tested to produce a pattern most

cuitable for cloning. However, if under low stringency conditionsg
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little or no hybridizssalion de detected, wo would conclude thal
finding a DMA probe with greater sensitivity and specificity than

VEL1OY s very anlilke,



