A sample valus wouldbe Positive fsgnificantly above the vaiue.
of the pre-immune serum sample ora suitably determined non-~ -
mmmepanetorpoolofsamples &aedat&esalmsampie ‘

This calculation dsoquanﬁﬁesﬂqe
mammamwwmmmmm.

Activity, and vice versa.

de&?ﬁetsﬁnmﬁamﬂeﬁhﬁanmm : :
mmammmmmﬂm
curve of each sample is recommended as the most. accurate -

quantitative method. Beﬁplmmnbem;edmmm
fom:ng,_gndeﬁnw

1.

2

Hapmqugatezeaesspemuym

"~ On a log scale of i

UseanODvahehdethes-ﬂdmgeofmeassaﬂZQ

~ 0.5 OD); this ‘provides the " best sensifivity and
reproducibility ‘for. .comparing experimental groups and
repﬁwiesAnarbtka:ﬁDOD;scomnmﬁy

Pl'epareseﬂaldﬂumofeadisamﬁehpmwdeasena;

that will mmmmmmmm

schemambeﬁgfmanedm:&-fddcrz-foidmr
‘comparative data.
values.

'mﬂanDvaluesofmebdeaﬂmofead:polee
samplehawngﬁbsaboveaﬂbebwﬁeﬂﬂ’vatueof the
Index (arbitrary or selected Calibrator).
From a-point-to-point line drawn between “the two sample
ODs, sead the dilution value {x-axis) comesponding to the
OD of the selected Index

= IgG Antibody Activity Units

antibodies; IgA,Ingd!gEan’c‘bodywotﬁdm{bemeaﬂued
above backgrmmdszgnais

'. 4adi. 1,1.; 2
tegory ;d-ggso&

Assay Sensd:vuy
Hepaﬁﬁs

~ Sample -
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TheCaﬁbrmvaﬂescanbe,usedmnmﬁzem-a&say‘

class:

Dilient, and Antibody. HRP ccmam”
bmxom::xaae{aun 005% - WIV). prSo!uhonoontamsr

e

o

Human Anti-Hepatitis A
meﬁgeﬂgmlgm ELISA Kit

.lt# 4656 96 tests

it of Ant:—l-lepatms A \frus
A+igM in Serum, Plasma or other -
Bioioglcal Flurds
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The Human Anti-l-lepaﬁhsAVims igG+igA+igM ELISA Kit
detects and quantifies total anti-hepatitis A virus Ig in human
serum or plasma of exposed or immunized individuals. This
lmmumassaylssurtab&efor

Detem;mmg immune status relative to non-immune Lo

o Asmmgefﬁcacy of vaccines, nﬁudngdosage
adjuvantcy, route ofmrmzahonandhmmg i
o Qualifying and/or standardizing vaccine batches and

This kit is for research use only (RUO), not for diagnosis or
therapeutic purposes.

HepatmsA:saself-hmteddlseasaanddmucsageoromer
complications are rare. Infecbonsowureaﬂyanﬁfemmsm
poor sanitation and crowded living conditions. With improved
sanitation and hygiene, infections are delayed and consequently
the number of persons susceptible to the disease increases.
Because the disease is transmitted through the fecal-oral route,
in dense populated regions an outbreak can arise from single
contaminated source. The Hepatitis virus (HAV) is a Picornavirus;
it is non-enveloped and contains a single-stranded RNA
packaged in a protein shell. HAV has four major, structural-
polypeptides (VP1-4; 60 copies of VP1, 30-33 kD; VP2, 24-30 kD;
VP3(21-28kD)andﬂlomﬁzea-exduswe1yinﬂ1ecybplasmof
human hepatocytes. The infection: with HAV induces strong
immunological response and elevated levels first of IgM and then
IgG are detectable within a few days after the onset of the
symptoms. IgG is an.indicator of pastinfection and immunity to
HAV. HAV is-detected by the presence.of HAV antigens or
anﬂbodtesusmg ELISA. HAV occurs endemically in all parts of

Vaccines:Avaxim: made by Sanofi Pasteur. Inactivated Hepatitis
A virus produced in MRC-5 cells. Epaxal:: made by Crucell. Also
sold under the brand names HAVpur and VIROHEP-A. This..
vaccine consists of virosomes, ‘arfificial particles composed of

synﬂrqbcﬁpﬂsmdmﬁumzapm&ansmaddiﬁonhﬂweﬂepahﬂs

Mol Ao *
5 cells. Vaqnmade bymmwvmedﬁepauﬂs;kms
produced in MRC-5 cells.-

The HumanAnﬂ-Hepa!ﬁisAVkus
(:;'“_' | IgG+igA+igm ELISAhtasbasecfon&ﬂ:a'

by
mwmmﬁmmmmwaﬁ-WAlg
present in the sample. Stopping Solution is added to terminate

the reaction, and absorbance at 450nm is then measured using .
an ELISA microwell reader. The activity of human Ig antibody in
samples is calculated relative to anti- Hepatitis A calibrators.
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The microtiter well plate and all othes reagents, if uncpened; are- -

stable at 2-8°.C until the expiration date printed on the box label:

Stabﬁh&wof‘&&mkmg solutions are:indicated under Reagent

Pmpafadlon
Tomsﬁmdstoreasmdwted

DMememﬁ'evohme 10ml + 990ml

with distilled or deionized water into-a
clean: stock bottle.: Label as Working
Wash Solution and ‘store at 4° C for
long term and RT for short term.

Dilute the entire volume, 10ml + 190ml
with distilled or defonized water into a
clean stock bottle. Label as Working
Sample/Conjugate Diluent and store
at:2-8°C mﬁlﬁ\embtexpmorls

-used'up.

Pemmmgaedmlg
in . buffer .with - detergents and
antimicrobial. Dilute fresh as needed;

)| 10ul.of concentrate to {mi of Working
Sample/Con

' jugate _ Diluent is
sufficient for 1 8-well strip. Use within

" the working day and “discard. Return
| 100X to2-8°Cstorage.

Ready For Use: Store as indicated on labels.

12ml | Dilute sulfuric acid.

mmﬁmmnovwed
“Pipettors and pipettes that deliver 100ul and 1-10ml.
"'Dsposaﬂeglassorplashcs-ﬁmimbes

- Stock bottle to store dituted Wash Solution; 0:2 to 1L.

: =Med»urdeimuzedwatertod&xtemagentmnoenﬁat&

--ELISA reader at 450 nm and ELISA plate washer

Alpha Diagnostic (www.4adi.com) 4656/200731 ‘Page 2



Sample Collection and Handling 57
Semmandotherbwbgmlfaﬂdsmybeusedassampleswm ;
proper dilution to avoid solution matrix interference. For serum,
collect blood" by venipuncture, allow clotting, and separafe the ~
seﬂmbycermmxgahmatmomtemperamr& If samples will not
be assayed immediately, stofetemga'ahedforupmafmnweeles..j
or frozen for long-term storage.

Antibody Stability & Dilution i :
m@mammmmsmmmmﬁo}s
recommended to stabilize “antibody ‘activity.  This enhances
reproducible sampling, and stabilizes the antibody activity for
years; stored refrigerated or frozen. Further dilution into Low NSB
Sanpla Diluent (LNSD), which provides the lowest assay-
background, shouidbeatleastéﬁmesmeuﬂ:alciluﬁonand;
performed the same week as the assay. . T
Example: Initial (1/5):. 10u!semn+40ul\ﬂl$Dpr0.1nﬂ+04ml]
Further (1/50): 1Mwhal{1!5}+9au¥ -LNSD (1/50) -

Rm’ Interpretation of Results (p5-7) before P‘°°°°d""9'
»  Selectthe proper sample dilutions accounting for &3

potency ofpommmnmmzhgnmspauﬁcbwmg
(NSB) and other matrix effects; for example, net signal for

non-immune samples should be lower than the 1 Uimi .
Calibrator. Thismusua!iy*liﬁﬂorgmﬂefdﬁuhmﬁor-

human serum with nomaﬂemals of igG; mm;gm

. Runasmmmmmmismma .

proper assay. performance, especially of washing efficacy,
and is used for net OD calculations, if required. Blank OD

__ shouid be <0.3.

. Run the Anﬁ-mpaﬁws ‘A Positive Comrol,ﬂaa valuerranga
rsonmelabel

beusedt&dsscnmnateatme
(see Interpretation of Resuits, p.s}

Bring-

(atmsomms;

u Detennmeﬂnemmotweﬂsfwmeassaym )
recommended, i 8 Calibrator

u -"'wmmms@mbmmmm

mmmsmmwmmmm
pat dry on a paper towel before sample addition.

Alpha Diagnostic Intl (www.4adi.com) 4656/200731 Page'3

" [100ul - 30 min; § washes]

AdchomofdautedArm-HanmlgGAMHRPtomm
Incubate for 30 minutes.
Wash wells 5 times as in step 2.

. Substrate Incubation [100ul - 15 min]
' ~'Add WTMBSubstratemeamWeu Theﬁquldmthe

AlphiaDiagnostic{www 4adi.com) ‘4656/200731 Page 4



&

A.Aruibodymmyﬂmshﬁdmmx
Compare Samples to 1 MCaﬁbmorkmemalcmd
= Positive/Negative Cut-off.

ﬂlesensmmameassaytodeteda:ﬁ-HepathsAlgGm
manMMNm£Wmmm1
Ulml Calibrator represents a threshold OD for most true
lnhunansmmﬂmedhf.zwmgm Visual
inspmnofhedatammeawvegraphstwsmmm

Calibrators - dilution curve of antiserum from Hepatitis A virus

immunization, shows the OD range of the assay; high“ﬁbe
indicates '

optimal sensitivity of the assay. .
4 Ulmi: a-cmmmmmwmweawasmu% o

Posiﬂvacontroi sanhslmngreaﬁvﬂyhﬂep%ﬁwm
mevaiuemgemmmehhetmscmdrmybeusedtogame
~precision andto normalize between-assay variation.- -

im:lcwwa,mm.-Man immune human that.
the

mdsiﬁmashmgbn

SamplesA,B,C
be!wﬂ:eﬂaashold‘ 1 sampIe(D) Bm wat!yabmeme

mdexthatmmenmﬂymm

4 Divide each Sample net OD by the 1 Ui Caii
OD. Values above 1 Omamdmm
Activity; below 1. Omﬂegaﬁveforarﬂ»dy

The 1 UhnlCai'bratorcanbeused‘eamwaieaThreshold
Positive/Negative:

' éa@esnmmsmmm'

Wmm&m
Ea:hofﬂ'lemehe(ﬁ)msetalpiasma sampl&cwere
lear bmxﬂﬂ'(}iarboﬁHgG&m _





