Summaty:of positive PMCA (“blood test for vCJD") resuit for:CJD Incldent
Panelimeeting 20 January:2011 -

Jntroduction

The Scottish:National Blood Transfusion Service (SNBTS)ihas beenworkingiin
collaboration with:colleagues-fromthe National'CJD Surveillance Unit-and
Elablissement Francais du Sang (EFS) .on the.adaption of the: Protemensfo]dmg
Cyclic.Amplificatioh (PMCA)assay‘toiperiphefaliblood. As part of this process; 250
routine Scottish:blood:donor: samples'were used as negative.controls: These.were
'buﬂ‘y coat sarples generated as surplus:/- discard: during foutine blood donation
processing: The:blood'was.donated under standard generic consent:given by:all
Scottish blood-donors and samples were:anonymised and. uniinked from the:donors.
Somewhat:stirprisingly,.oné sample tésted:strongly positive:on PMCA.

Further work:carried .out to attemptito validate the positive resuiit

In order to try to establish whether this'wasiatrue orfalsepositive:result the amplicon
from the:PMCA:assay was injected into:hlimanised transgeénicimice under the:aégis

of our’ collaborator Br Hubert;Laude in Paris: Dr Laude hastrecently reported to us

that of four' mice in the testsgroup which have-died of inter-current iliness, three’ e
showed evcdence of PrPT accumulatlonunfthelr spleens Posntive control mlce

coritrol mice ware negatwe as expectad The Wastsin. blots, areaconSIstent with a 5

vCJD glycosylatlon pattern: The technical details are;summarised as an: Appendlx

The 'study-has:another-12:18 months{o run before the full suite of mice-are:

sacrificed; whichwill:allow forrnal ana!ys:s of the prevalencelof spleniCrand

neiirological disease, and}fulHWestern‘blottmg and lesion profliling. There is a Gore S
possibility thatithe. positive: PMCAiresult represents:cross-contamination;- webeliave

this to be unlikely because the-sodium:chloride precipitation g,the_ 8 blood samples
wasiuhdertaken:shortly after they were:drawn in June 2009iin'the SNBTS:Cat:3

containment facility at Ellenis-Glen ‘Road: 'Noknown vCJD’ positive'was handled'by

that facmty until'the Autumn of 2008. Clearly ‘the possibility of cross-contamination

cannot be formally.excluded at this stage.

Issuesiraised

The findingiof.one strongly positive restiltini250 randomidono- ‘samples was
unexpected: We feel; however; that the evidence.of true positivity is:now:sufficiently
strongithat we;ought to take: precautlonaryiactlonam relation to the.donors.

Although the samples were:anonymised and.unlinked; thefact that they were
processed!in small batches-allows a relatively high dégree of imputability andithe
positive:sample has been:narrowed down to four individuals who donated.on:the
same dateiiniJune 2008'. Of these, A rokonn
e oneiisnolonger on service — w4 il Fetuos
* onehas not donated again since thattime.
¢ two are currently active donors. These donors have beenplaced on medical
hold:as:an interim measure'to prevent donations entering the bloodisupply.
However this is not a long-term solution:since aithough they will not'be-calied
to donate, they may -choose'to do so andiwolild then needitobe: deferred and
informed of the:reason;
i Aes deun. o,
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'Proposal

Our proposal is to now contactithe four donors, explain the:cufrént situation: and ask
them to contribute a further sample for repeatitesting.

Assuming-that all-four-agree to:provide a further sample, this would allow us
» to:confirm that:one-of these four donors.is positive (exclude:cross-
contamination)
» reassure the.other three donors-and return-them to service if they so
wish,

if one:or more of the donors decline to donate.a further sample, they couldibe
returned to service.so'long-as:one of those who does agree:to donate a
sample is confirmed as the positive donor.

If one or moere donors decline to donate a further sample and we cannot
identify a positive donor amongst:those who do donate a:sample; the
untested donor{s) would have to be removed from the donor pane! as
indeterminate.

If all 4 donors test negative on repeat sampling:{x2) we would probably take
the view that the posutive PMCA result was a reflection of cross-contamination
and.return-all 4 to service (where eligible).

SNBTS wolild handle the contact and notification 6f the four donors:thirough:our -
normal donor medical structure in the first instance. Professors Bob Will and Richard
Knight from National CJD Surveillance Unit have kindly agreed to see and offer
counselling/support to a confirmed positive donor if that eventuality arises.

Questions for the CJD IP

1.

Is the Panel content with our proposed approach to managing this cohort of
donors?

If we are able to identify a specific confirmed.positive donor, is the Panel
content with the measures we propose fordeferral and counselling:and
should he:or she be managed as if ‘at risk for’ publlc healih purposes’ or “as if
infected"?

Is the Panel content in that context that'the other-donors confirmed negative
on-repeat testing.are returned to service?

If all 4 donors test negative ontrepeat testing-on at least two occasions, is the
Panel content that they are considered notinfected, and managed
accordingly with return 16 normal service?

Inthe eventuality that some donors choose not4o-donate a:further sample,
but-one of the:other donors tests:positive; isthe:Panel content that the,
untested donor(s) stiould be returnedtorservice?

in the eventuality that some ‘donors choose not'to donate a further- sample
andithe other doriors aré:negdative on repeat tésting, does:the Panéhagree
that'the former will need'to be permanently deferred as indeterminate? Inthis
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LW bew ae

eventuality shouldithese(individuals be:managedas.if “atirisk for. public health
purposes’?

7. Howishould previous recipients-ofiblood components:from a confifmed
positive donor-or from those-who remain:indeterminate:be managed?

Your:guidarice onthese matters would be:most welcome.

Marc Turner.
Medical Director SNBTS

15" Janiiary'2010".

Appendix:
Summaryiof results. obtained from screenlng 250 normal plasma samples byisPMCA/CDI.

As partiof an ongoingproject to evaluate the:application-of serial Protein Misfolding Cyclic
Amplification (sPMCA) in comibination‘with.Conformation Dependent Immunoassay (CDI) for the
amplificationiand subsequentidetection: of disease associated PrP®, as:aisurrogate'marker:for
vCdJD mfectwnty in;human p|asma we have now'tested. 250 riormal; plasma samples. F6r
scréening, ahqoudé; of eachlplasma :sample were treated with:NaCl to: precipitate any PrP% and
removeithe PMCA inhibitors:knownitoibe presentiin:human plasma. The pellets obtainedifollowing
NaCl precipitation wereirestspendédidirectly iniPMCA substraté, prepared.using | human platelets;
and subjected to four roundsiofiSPMCA. The fourth roundisPMCA products:were then;screened
for PrPS°| by CDitwithout,prior proteinase K digestion., Al test samples were:screened twice in both
PRNP'codon 129 methioning :homozygous (PANP-129MM) and valine homozygous (PRNP-
129VV) platelet;substrates alongside suitable +ve controls:(plasma splked with a 10 dilitioniof:a
10%- (w/v) vCJDibrain homogenate for PRNP:129MM. substraté:arid plasma spikéd with.a 10®
dilutioniof. a 10%:(w/v)' VV2 sCID brainjhomogenate:for PRNP-128VV substrate): Using CDI cut-
off valuesicalculated:as the mean'CD| D/Nratio plus 3 standard deviations for all 2501plasma
samples,.none testedpositive when screened in PANP-120VV substrate. Whereas, one plasma.
sample (PL45) was a strong; repeat: reactive when:screened in PRNP-129MM substrate. PL45
was from a PRNP-129MMdonor. A sample of PL45, —ve control! plasma and 4ve ¢ontrol plasma
sample (plasma spiked with a 10® dilution.of.a 10%(w/v)'veJD brain homogenata) were
rescreened'in a:newibatch of PRNP-129MM platelevsubstrate atthe NCJDSU (different operator
and set of equipment). The-fourth round sPMCA products.obtained fromiboth PL:45.and +ve
control plasma were both positiverwhen:scresned by’ CDI without prior proteinase K digestion.
However, wheniscreened by CDI following proteinase K digestion only'the +ve: control;plasma
sample producediaipositive:signal: This:would:suggest'that the:product amplified from PL45 is:
completely: iproteinase K sensitive.. Ahquots of thefotirth rouind SPMCA products obtained:frommithe

Ve control plasma +ve:control plasma and|PL45 were inoculated in tg650 mice (transgenic mice

over expressing human PANP-129MM PrPC) To date a.number of miceiineach’ 'group have died
of natiral (non-prion:disease related catises) and'the spleens of theseimice:were screenedifor the
presence of abnormal disease :associated PrP™ by Western biottlng followmg limited proteinase:K
dlgestion For the mice inoculated withithe fourth roiind:sPMCA produicts obtained from a) ~ve
control plasma O out:of 2 mice contained PrP™ in their spleens; b)-+ve control! plasma 2 out'of 2
mice-contained PrP™in their-spleens:and ¢) PL.45 3 auit.of, 4 mice contained PeP* in‘their
spléens. To date:none of thetinoculatédimice:are displaying any signs of clinical.disease:

In summary we have reproducibly amplified a CDI reactive, proteinase K sensitive product from
a normal Kiuiman plasma sample which upon i.c. inoculation into tge50 miceé induces the
accumulation of proteinase K resistant: PrP™ in spleens of theseimice.
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