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Wampole
Laboratories®

EBV-VCA IgG ELISA II

REF, 424 700CE

INTENDED USE

The Wampole Laboratories Epstein-Bar Virus {EBV)-Viral Capsid Antigen (VCA) 1gG
ELISA fest system is an enzyme-linked immunosorbent assay (ELISA) designed for the
qualitative detection of igG class antibodies to Epstein-Barr Virus viral capsid antigen
(EBV-VCA) in buman serum. The test system is intended to be used to evaluate serologic
evidence of previous infection with Epstein-Barr Virus, and is for in vitro diagnostic use.

SUMMARY AND EXPLANATION

Epslein-8arr Virus (EBV) is a ubiguitous human virus which causes infectious
mononuclecsis {IM}, & self limiting lymphoproiferative disease (1), By adulthood virlually
everyone has been infected and has developed immunity to the virus. In underdevetoped
countries, seroconversion 1o the virus takes place in eardy childhood and is usually
asymptomatic (2}. In more affluent countries, primary EBV infections are offen delayed
untit adolescence or fater, and manifest as IM in about 50% of this age group (3-5).
Folicwing seroconversion, whether symptomatic or not, EBV establishes a chronic, lalent
infection in B lymphocytes which probably lasts for life (8). EBV replicates in orapharyngeal
epithalial cells and is present in the saliva of most patients with IM (7). Also, 10-20% of
heaithy persons who ars EBV antibody positive shed the virus in their oral secrations (6-8).
Reaclivation of the lalent viral carrier state, as evidenced by increased rates of virus
shedding, is enhanced by Immunosuppression, pregnancy, malnutridion, or disease (8,9}
Chronic ©BV infections, whether iatent or active, are rarely associatod with disease.
However, EBY has been implicated af least as a contributing factor in the eticlogy of
nasopharyngeal carcinoma, Burkitt's lymphoma, and lymphomas in immunodeficient
patients (4,8).

The Paul-Bynneli-Davidschn lest for heterophile antibody is hghly specific for 1M (10},
However, 10-15% of adults and higher percentages of children and infants with primary
EBV infections do not develop heterophile antibodies (11). EBV-specific serclogical tests
ze riseded io differantizie primary £8V infections that are heterophile negative from
mononuciecsis-like  iinesses caused by other agents such as cviemagelcvirus,
adenavirus, and Toxopfasma gondii (4},

Antibody fiters Yo specific £EBV antigens correlate with different stages of IM {8 1012}
Both 'gM and gl antibodies to the viral capsid antigen (VCA) peak 3 to 4 wesks after
primary EBV infection. IgM anti-VCA decline rapidly and is usually undetectable after 12
weeks. 190G anti-VCA titers decline slowily after peaking but last indefinitely Antibodies to
EBV nuclear antigen (EBNA} develop from 1 month 1o 8 months after fection and. like
anti-VCA, persist indsfinitely {11,12). Antibodies to EBNA indicale that the infection was
aot recent [11).

EBV early antigens (EA} consists of two components; diffuse (D), and restricted {H}. The
tarms [ and R refiect the different patterns of immunsfiucrescence staining exhibited by
the two compoenents {13,14]. Antibodies to EA appear transiently for up 1o three months
during the acute phase of iM in 85% of patients {15,16). The antibody response to EA in
IM patienis is usually t0 the D component, whereas silen! seroconversion to EBY in
children produces antibodies to the R component {5,11), A definitive diagnasis of primary
EBY infection can be made with 95% of acute phase sera based on the detection of
antibodies to VCA, EBNA, and EA [12).

High levels of anli-VCA together with anti-EBNA and anti-EA-R are associated with
raactivation of the latent viral carder state (16,17}, High levels of IgG anti-VCA are found In
sera of patiants with Immuncdsticiencies (8, 18}, recusrent parotitis (19), multiple sclerosis
{20}, and nasopharyngsat carcinoma {21); as well as immunosuppressed patients {8, 22),
preghant women (23}, and persons of advanced age {17).

Screening for the presence of antibodies 1o VCA and related antigens of £8Y can provids
impertant information for the diagnasis of EBV infection. Indirect immunofiucrescence has
been the serologic method most commonty used 1o detect antibodies 1o EBY antigens
{11). However, the ELISA procedure, first described by Engvall and Perdman (24,25}, may
he a sensitiva and refiable method for detection of antibodies to EBV antigens (26 27, The
ELISA procedure allows an objective determination of antibody status fo be made on s
single dilution of the test specimen and is suitable for screening large numbers of patient
samples.

PRINCIPLE OF THE ELISA ASSAY

The Wampole EBV IgG ELISA fest system is designed to detect 1gG class arsibodies to

Epstein-Barr Virus in human sera. Wells of plastic microwelt strips are sensitized by

passive absorption with EBV antigen. The test procedure involvas three incubation steps:

1. Test sera (properly diluted) are incubated in arfigen coated microwells. Any antigen

specific antibody in the sample will bind to the immobilized antigen. The plate s
washed 1o remove unbound antibody and other serum components.

2. Peroxddagse Conjugated goat anfi-human 1gG {y chain specific) is added to the welis
and the plate is incubated. The Conjugate will react with IgG antibody immebilized on
the solid phase in step 1. The weils are washed to remove unreacted Conjugate.

3. The microwells containing immebiized perowidase Ceonjugale are incubated with
percaddase Substrate Solution. Hydioysis of the Subistiate by peroxidase produces &
caler change. After a period of time the reaction is stopped and the coler intensity of
the solution s measured photometrically. The color intensity of the solution depends
upon e artibody canceniration 9 the origiat test sampls

MATERIALS PROVIDED

Each kit contains the following components in sufficient quantities to perform the
number of tests indicated on packaging fabel, Note: All reactive reagents conlain
sodiurm azide as a preservative at a concentration of 0.1% (wivh.

TTELATE 1. Plate. 96 welis configured in twelve 1x@-wall strigs coated with inactvated
Epstein-Bar Virus VCA antigen. The strps are packaged in & strip holder and
sagled iy an envelope with desiccant,

[ o] 12 Conjugate. Conjugated (rorsetatish peroxidase} Goar ari-ruman 1gG

{y chain spec#ic). Ready lo use. One, 15 mi wval with 3 while cap

CONTROL |+ 13 Positve Control (Human Serum), One, 0,35 mi vial with & red cap.

CAL 4. Cakbrator fHuman Serum). Ona, 0.5 mL vial with a bive cap
CONTRGH 5. Negative Conlrof Hurman Serum). One, 0.0% mi vial with a green cap,
6, SAVe Diuent™ (Sampis Divent). Ore 30 mi battie (green cap)

contairing Tween-20, bovine serurn alumin ang phosphate butferad-satine,
(pH 7.2 » 0.2). Ready 10 use. Noto: Shake Wel Belors Use. (Froduct &
4500CC). NOTE This reagent may be used with #ny Wampote ELISA tast
system utfizing Product # 4500CCT AITE: The 8AVe Diuent™ will change
color in the presence of serum.

BGENTTMB]7 T™MB: Ona 15 ml amber botde (amber cap} containing 3.3'5.5'

Eoilk

-tetrarmethytbenzidina(TMB). Ready to use. Contsing DMSO < 15% (wl.

SIOPIE Stop solution: One 18 mi. bottle {red cap) containing
1M H2804, 0.7M HC| Ready to use.

9. Wash buffer concentrate (10X): dilute | pant concentrate + &

parts delonized or distfted watsr. Gne 100 mé. botle (clear cap) conlaining a
10X concentrated phosphate-butered-saine and Tween-20 schution (blue
solution}. NGTE: 1X sclution wil have a pHof 7.2 2 0.2,

The faliowing components are not kit lot number dependent and may be used
interchangeably with the ELISA assays: TMB, Siop Solution, and Wash Buffer,

Note: Kit also cortaing:
1. Component st containing lot specific information is inside the kit box.
2. Package insert providing instructions for use.

PRECAUTIONS

1.

2

o

For In Vitro Diagnostic Use.

Normal precautions exercised in handling faboratory reagents should be
followed. tn case of contact with eyes, rinse immediately with plenty of
water and seek medical advice. Wear sultable protective clothing, gloves,
and eyefface protection. Do not breathe vapor. Dispose of waste
shserving ali local, siste, and federal laws

The wells of the ELISA plate do not contain viable organisms. However,
the stips should be considered POTENTIALLY BIOHAZARDOUS
MATERIALS and handled accordingy.

Thz hanan sorum contols we POTENTIALLY BIOHAZARDOUS
MATERIALS. Source materials from which these products were derived
ware found negative far HIV-1 antigen, HBsAg. and for antibodies against
HECV and HIV by approved test methods. However, since no &5t method
can offer complate assurance that infectious agents are absent, these
products should be handied at the Biosafety Lavel 2 as recommended for
any polentially infectious human serum or biocod specimen in the Centers
tor Disease Contro/National Institutes of Heath manual “Biosafety in
Microbiologicat and Biomedical Laboratories™ current edilion; and OSHA's
Slandard for Bicodboeme Pathagens [30).

Adherence o the specified time and temperature of incubations is
essential for accurate results. Alt reagents must be allowed to reach
room temperature {20-25°C) before starting the assay. Reotum unused
reagerts to refrigerated temperature immediately after use.

lmproper washing coutd cause false positive or false negative resulis. Be
sure o minimize the amount of any residual wash sciution; (&g, by
bletting or aspiration) before adding Conjugate or Substrate. Do not allow
the wells to dry owt between incubations.

The SAVe diluent™, controls, wash buffer, and conjegate contain sodium
azide at a congentration of 0.1% (wivi. Sodium azide has been reported to
ferm lead or copper azides in laboratory plumbing which may cause
axplosions on hammering. T prevent, rinse sink thoroughty with water
after disposing of solution containing sodium azide.

The Stop Solution is TOXIC. Causes burns. Toxic by ishalation, in contact
with skin and i swallowed. (n case of accident or if you feel unwell, seek
medicat advice immediately.

The TMB Soiution is HARMFUL. lriitating lo eyes. respiratory system and
skin.

The Wash Buffer concentrate is an IRRAITANT. lritating 1o eyes,
respiratory system and skin,

Wipe batiom of plate free of residual liguid andfor fingerprints that can
alter optical density {00} readings

Dilution or adulteration of thase reagents may generate erronecus resuls,

Reagents from other sowrces or manufacturers should not be used.

TMB Golution should be colorless, very pale yellow, very pale green, or
very pale blue when used. Contamingtion of the TMB with conjugate or
ather oxidants will cause the sclution to change color prematurely. Do not
use the TMB if it is noticeably blue in color, To help reduce the posaibility
of contamination, refer to Test Procedure, Substrate Incubation section to
determnine the amount of TMEB to be used.

Never pipette by mouth. Avoid contact of reagents and patient spacimens
wath skin ard mugous membranes.

Avend ricrabial contarnination of reagenis. Incorract resutts may ooour,
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17,
18,
19.
2.
21,

22,

23,

24,

28,

Cross contamination of reagents and/or samples could cause emonscus results
Reusable glassware must be washed and thoroughly rinsed free of all detergenta.
Avoid splashing or generation of asrosols.

Do not expose reagents to strang light during storage or incubation,

Adlowing the microwell strips and holder to equilibrate to room ternperature prior {o
opening the protective envelope will protect the wells from condensation,

Wash soluion should be collected in a disposal basin. Treat the waste solution with
10% household bleach {0.5% sodium hypochiorite). Avoid expasure of reagents to
hisach fumes,

Caution: Liquid waste at acid pH should be neutralized before adding to bisach
solution.

0o not use ELISA plate ¥ the indicater strip on the desiceant pouch has turned from
biue to pink.

Do rot allow the conjugate to come in contact with containers or instruments that may
have previously contained a solution ulifizing sodium azide as a preservative.
Residual amounts of sodium azide may destroy the conjugate's anzymalic activity.

Do not expose any of the reaclive reagents to bleach-containing solutions or 1g any
strong gdors from bleach-containing solutions. Trace amounts of bleach (sodium
hypochlorite} may destroy the biclogical activily of many of the reactive resgenis
within this kit.

MATERIALS REQUIRED BUT NOT PROVIDED:

* = 2 o m % B ox B oRE

ELISA microwell reader capable of reading at a wavelength of 450nm.
Pipeties capable of accurately delivering 10 to 20001

Multichannet pipette capable of acouratsly delivering {80-200uL)
Reagent reservoirs for mulichannel pipettes.

Wash bottls or microwell washing system,

Distitied or deionized water.

One Ber graduated cylinder.

Serological pipeties,

Disposabie pipette tips.

Paper towels,

Laboratory timer to monitor incubation steps.

Disposal basin and disinfectant. (example: 10% household bleach, 0.5% sadium
hypachlorite.) -

STORAGE CONDITIONS

1.

]
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Store the unopened kit betwean 2° and 8°C.

Coated microwell strips: Store betwesn 2° and 8°C. Exira strips  shouid be
immediately resealed with desiccant and retumed to proper storage. Strips are -lable
for 60 days after the envelope has been opened and properly resealed ari the
indicator stiip on the desiccant pouch remains biue.

Conjugate: Store between 2° and 8°C. DO NOT FREEZE.

Calibrator, Positive Contret and Negative Controt: Store betwaen 2° and 8°C.

TMEB: Store between 2° and 8°C.

Wash Buffer concentrate (10X): Store between 2° and 25°C. Diluted wash buffe: (1)
15 Slalie #l oo Enperiias (267 o 257 O for up fo 7 cays or for 30 days beiveen
2° and 8°C.

SAVe Diluent™: Store between 2° and 8°C.

Stop Solution: Store betwaen 2° angd 25°C.

SPECIMEN COLLECTION

1.

2.

it is recommended that spacimen collection be carried out in accordance with NCCLS
tgocument M28: Protection of rato rhers from infect Disease.

No knows test method can offer complete assurance that human blood sarnples will
not transmit infecticn. Therefore, all blood derivatives should be cansidered pate ially
infectious.

. Only freshly drawn and properdy refrigerated sera oblained by approved aseplic

venipuncture procedures should be used in this assay (27, 28} No anticoagulants or
preservatives should be added. Avoid using hemaolyzed, fipemic, or bacterially
tontaminated sera.

. Store sample at room temperature for Ao fonger than @ hours. If testing is not

peiformed within 8 hours, sera may be stored between 2° and 8°C for no longer than
48 hours. if delay in testing is anficipated, store test sera al ~20°C or lower. Avgid
muitiple freezefthaw cycles that may cause loss of antibody aclivity and give erronsous
resulis.

GENERAL PROCEDURE

IR

2.

Remove the individual components from storage and allow them to warm to room
temperature (20-25°C).

Datermine the number of microwells needed. Allow six  Control/Calirator
determinations {one Blank, one Negative Control, three Calibrators and one Positive
Control) per run. A Reagent Blank should be run on sach assay. Check softwara and
reader raquirements for the correct Controls/Catibrator corfigurations.  Return unused
ships to the resealable pouch with desiceant, seal. and retumed to slorags bafween 2°
and 8°C.

EXAMPLE PLATE SET-UP

i 2
Patient 3
Fatient 4

ete.

Blank

Neg Conirol
Calibrator
Catibrator
Catibrator
Pos. Control
Fatient 1
Fatient 2

I mimoioioi=

12,
13

. Prepare a 1:21 diution (e.g.; 10pl of serum + 200ud of SAVe Diuent™.

NOTE: Shake Weil Before Use) of the Negative Controf, Caibrator,
Pesitive Control, and each patient serum. The SAVe Diluent™ wilf undergo
a color change confirming that the specimen has been combined with the
diluent,

. To individual weils, add 100ul of each difuted confrol, calibrator ard

sampie. Ensure that the samples are properly mixed. Use a different
pipette tip for each sample.

- Add t00ul of SAVe Ditlvent™ ta well A as a reagent blank, Check

software and reader requirements for the gorrect reagent blank well
configuration.

- Incubate the plate at room temperature (20-25°C} for 25 + & minutes.
. Wash the microwell strips X

A Manual Wash Procedure:

& Vigorously shake out the #quid from the welis.

b. Fill each microwelt with Wash Buffer. Make sure nio air bubbles are
frapped in the wells,

c.  Repeal steps a. and b. for & total of 5 washes.

d.  Shake out the wash solution from all the wells. invert the plate
over & paper fowel and tap firmly to remove any residual wash
solution from the wells. Visually inspect the plate to ensure that no
residual wash solution remains. Collect wash solutior in a
disposabie basin and treat with 0.5% sodium hypochlorite (bleach)
at the and of the days run,

B. Automated Wash Procedure:

If using an automated microwell wash system, set the dispensing volume o
300-350id fwell. Set the wash cycle for 5 washes with fio delay between
washes. i necessary, the rricrowell plate may be removed from the
washer, inverted over a paper towel and tapped firmly 10 remove any
residual wash solutien from the microwells.

. Add 100uL of the Conjugate to each well, inciuding reagent blank wet, at

the same rate and in the same order as the specimens were added.

- Incubate the plate at room temperature (20-25°C) for 25 + 5 minutes
10.
11,

Wash the microwells by foliowing the procedure as dascribed in step 7.,
Add 100uL of TMB fo each well, including reagent blank well, at the same
rate and ir: the same order as the specimens were added.

Incubate the plate at room temperature (20-25°C) for 10 1o 15 minutes.
Stop the reaction by adding 50ul. of Stop Sciution to each well, including
reagent blank wel, at the same rate and in the same order as the TMB was
adkled. Positive samples will tum from biue to yeliow. After adding the Stop
Solution, tap the plate several times fo ensure that the samples are
tharoughly mixed,

- Set the microwell reader to read at a wavalength of 450nm and measure

the opticat density {OD) of each walt against the reagent blank. The plate
should be read within 30 minutes after the addition of the Stop Solution.

QUALITY CONTROL

1.

. Hefer io NCCLS document C24;

Each time the assay is run the Calibrator rust be run in tripticate. A
reagent blank, Negative Control, and Pasitive Control must also be
included in each assay.

. Calcuiate the mean of the three Calibrator wells, any of the three values

difter by more than 5% from the mean, discard that vatue and calculats
the maan using the remaining twe wells.

. The mean OD value for the Calibrator and the QO values for the Positive

and Negative Contrals shesid falf within the following ranges:

QD Range
Negative Controf < 0.250
Calibrator » 0.300
Positive Control » Q.500
a. The OD of the Negative Contrel divided by the mean OD of the
Calibrator shouid be < 0.9,
b, The DD of the Positive Control divided by the mean OD of the
Calibrator should be » 1.25.
c. if the above conditions are not met the test shouid be considerad
invalid and ghouid be repeated.

- The Positive Controf and Negative Control are intendad 1o monitor for

substantial reagent failure and will not ensure precision at the assay cut-off.

- Additional controls may be tested according 1o guidelines or requiremerts

of focal, state, and/or fedaral regulations or accrediting organizations.
fisth lity Controf for Quanfitative
Measurements for guidance on appropriate (C practices,

INTERPRETATION OF RESULTS

A Caleulations:

1. Correction Factor

A cutotf OD value for positive sarnples has heen determined by the manufacturer
and correlated to the Calibratar. The correction factor {CF} will allow you to
determine the cutolf value for positive samples ard to correct for slight day-to-
day variations in tesl results. The correction faclor is determined for eanh lot of ki
cemponents and is printed on the Cornponent List located i the kit hox,

2. Cutoff OD Value

To obtain the cutoff OD value, multiply the CF by the mean GD of the Calibratar
determined above.

{CF x mean OD of Calibralor = cutoff OF value)

3. index Values or OD Ratios
Caleutate the Index Value or OD Ratio for each specimen by dividing its 0D
vafue by the cutaff OD from step 2.




Example:
Mean OD of Calibrator = 0.793
Correction Factor (CF) = 025
Cutoff OD = 0.793 x 0.25 =« 198
Unknown Specimen 0D 0.432

H oW

Specimen Index Value or OD Ratio 043270198 - 218

B. Imerpretations:
Indax Values or QD ratios are interprated as follows:

Index Vaive or OD Ratio

Negative Specimens = 0.90
Equivocal Specimans 08140 1.09
Posttive Specimens > 1.18

1 An QD ratio < 0.90 indicales no detectable 1gG antibody o EBV-VCA. A
megative result indicates no current or previcus infection with EBV. Such
individuals are presumed to be suscaptible to primary infection.

2. An OD ratic z 1.10 is positive for Ig@ aniibody to EBV-VCA, A positive test
result indicates a curent or previous infection with EBV.

3. Specimens with OD ratic vatues in the equivecal range {0.91 - 1.09} should be
retested. Specimens that remain equivocal afier repest testing should be tested
Ly an alternate serologic procedurse such as the Wampole Laboratories indirect
fluarescent antibody (IFA) test procedure. Additionally, specimens which remain
equivecal after repeat testing should be re-evaluated by drawing another
sample one to three weeks later.

4. There is no International Standard for EBV-VCA IgG, so value assignmenis for
calibrators and controts were based on an internal referance preparation.

LiIMITATION OF THE ASSAY

1. Maost (80%) of IM individuals have peak anti-VCA ig titers befare they consult
a physician (4). Therelore, testing paired acute and convalescent sera for
significant changes in antibody levels is not useful in most patients with IM (4},

2. The atibody fiter of a single serum specimen cannot be used lo determine
recent infection. Test results for anti-VCA should be Interpreted in conjunction
with the clinical evaluation and results of antibody tests for other EBV antigens
{le., EENA, EA, and IgM-VCA).

EXPECTED VALUES

At immunocompetent perscas infected with EBV produce antibodies fo VCA (6). Both
IgM and lgG antibodies to VCA appear rapidly following infection and reach peak
titers within 3 to 4 weeks (4}, IgQ antibodies to VCA decline stowly afier peaking Hut
parsist indefinitely {15).

Primary acute EBV infection is indicated by the presenca of lgG antibodies to VCA

ey

couplad wlth ant-CA andion lgM ani-YOA and the absence of antibodies o EBNA
(4,11} The presence of 1gG anti-VCA and anti-EBNA indicates the infection was not
recent (4, 11},

The incidence of EBY infection varies with age and socioeconomic status (6). In the
urlerdeveloped countries, most persons acquire EBV in early chilghood and the
infection is usually inapparent {Z,4). In one study in the United States, about 50% of
collage freshmen were seropositive for EBV {a0).

in a study conducted by the manufaciurer using 135 normal samples from the
Southeastern United States, 134/135 samples were positive by both the Wampole
Laboratories EBV-VCA IgG ELISA and the Warnpole Laboratories ERV - VCA 1gG (FA.
in another study consisting of 32 nomal pediatric samoles, 302/32 samples warg
negative using hoth the Wampcle Laboratories EBV-VCA IgG ELISA, and the
Wampole Laboratories EBV-VOA oG IFA.

The nuwmber of individuals with Ig% antibody to EBYVCA varies with age and
socigeconomic status. B i3 recommended that each faboratory establish their own
expected vaiues based upon the popuiation type typically iested,

PERFORAMANCE CHARACTERISTICS

Comparative Study:

The Warmpole Laboratories EBV-VCA igG ELISA test system was compared to
another commercial ELISA for the detection of IgG3 antibodies against EBV.VCA, A
otal of 199 serum specimens were abtained from two plasma donor centers and a
raference laboratory. The results of this study are summarized in Table +

Wampole EBV-VCA ELES: ﬁ%ecfnmmemia VEA 1gG E118A
Wampcle EBVVCA g3 ELISA
& - % I Totals
Commercial kS 1G4 [had 3 . 116
VCA IgG - 6% 48 E 60
ELISA PR T 12 23
" Totals 125 €2 W

Retative Sensitivity: 104/112 = 92.9%

Relative Specificity: 46/56 = 82 1%

Percent Agreement: 150/168 = §3.9%

© Equivocal samples not included in calculations
** Diserepant resulis {See Table 2}

Uizcrepant sampies were ralesied using e Warnpole  Laboraiones  indioect
flucrescent antibody {IFA) test system for the detection of G antibodies against
EBVVCA The results of this evaluation are shown in Table ¢

Table 2. Anaiysis of Discrepant Results
Semple 1) | WAMPOLE ERY- Commercial VGA.- Wampote #FA
VCA lgG ELISA g ELISA

26 0.251 1.16 -
28 G.261 1.00 -
a8 G353 1.00 -
3% 0.368 1.13 -
41 G.391 1.30 -
53 .58 106 -
63 C.767 i.10 +
34 0797 1.30 +
81 1.243 0.65 +
| 8% 1.27G 270 +
58 1.299 0.73 +
93 1.449 0.39 -
30t 1.614 a.57 +
i1t 1.859 0.60 +
103 2.218 0.48 +
1y 2.254 0.75 +
139 2.320 0.77 +
162 2730 220 +
Summary.

« Eight samples were negative by Wampole ELISA and posifive by the
commercial VCA 1gG ELISA, Six of these eight samples were confirmed 1o be
negative by Wampole IFA.

+ Ten samples were posttive by Wampote ELISA ang negative by the commercial
VGA 1gG ELISA. Nine of these fen samples were canfirmed to be positive by
Wampole iFA.

» Based upon the resolution of the discrepant samples by {FA, the relative

sensilivity, relative specificity, and percent agreement were recaleulated.
These results are shown in Table 3:

Table 3
Recaloutation of Relative Sensitivity, Specificity, and
Percent Agreement based on Resoived Samples

Aetative Seasitivity 113115 = 98.3%
Retative Specificity 52/53 = 98.1%
| Percent Agreement | 165/168 = 98.2%

Reproducibility;

Te assess he inva- and ver-assay variabiity of the test procedure, five sewm
samples ranging from positive to negative were tested using two different master lots
of product on three differant days. Fach sarmple was fested eight times on each
master iol. The mean OD ratic and coefficient of variation (CV) were calculated for
each sample. The results of this study are depicted in Table 4 {lot A}, and Table §
Lot B). Table 6 summarizes the overall test variabiiity combining the data points
from the iotto-fot and day-to-day comparison.

Tabied S y of EBV-VCA Intre y and iter-nssay Vadabiity Testing LOT 4
Day 1 Doy & ey 3
Samgle X feial ®LV OIX o U Y ElS) %LV X EON YWY
Ratio Ratio Ragtio Ratin

3 CH6 {004 142 677 [o0 §52 083 {604 |52 a3t {810 |10
| & qivon

2 bow 153 Q12 |78 129 1O 36 1651 1007 |48 144 ELE | 04
o

3 Ler 133 (01 je ERFN IERSIR 3 128 Jend |3z 123 {042 {98
Pos.

4. Low 152|012 179 142 [ 508 [ RG 143 {02 |84 126 027 {154
From.

P 5 M e [ 035 1003 | 200 017 1002 {82 435 [pog 1133 814 [003 214
Each sample was teste sight Himes on salh day.

Tubie 8. Summery of E8V.-VCA litra-asasy and Iritar-asuey Varlablity Testing £.07 B}

Ty ¥ Ty 2 Bay 3

Swnge X 48D TROV [X IS5 (woY % j60 SV TR TIUTYRY
Ratic Ratin i Fatie
cad [oeE 5% [ 087 {006 {62 T 1867 163 €04 (G0 £77
138 P08 164|148 {003 1o 1A [Doe f62 VE {508 167
VAR 0T [6E |14 183 11 T3% |06 jaF [T T
765 [aiz [8a TES 1aiz |77 T4 {616 {67 (58 [ 0.45 |65

% Hngsive [G78 |06 Fiy DR R cix {pm 1725 [Gre Legd 08

[ ik somite wes Tomed g s A7 2ack: 4oy

Table &
Summary of EBV-VOA IgG ELISA Variabifity Testing Combination of o1
Aand Lot B{n=48)*

SAMPLE MEAN RATIO 50 oV
1 Equivocal 0.7 a1 £5.9%
2 Low Positive 1.40 0.13 9.5%
2 Low Positive t32 .14 6.9%
4. Low Positive 1.47 021 14 B
5. Megative 018 0,06 32.2%
* Yarizbility was tested by running eight wells per samale on tan

Hterent fots, on thres different days. These data represent a
comnpifaton of gata from Tobles 4 and 5.




Cross Reactivity

Studies were performed lo assess interference in the Wampole EBV-VCA 1gG ELISA
test system using sera which were negative for antibodies to EBV-VCA and postive
for antibodies to nuclear antigens (n+8) and the foliowing Herpes viruses:

HSV-1 196G {=B)
HSV-2 1gG {A=6)
V2V i5G n=100
CMV igG {n=6)

These studies indicate that interference with the test procedure by the above listad
reactivities are minimal.
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ABBREVIATED TEST PROCEDURE

1. Ditute Serum 1:21

2. Add difited serum o microwell 100 gljwell

3. sl Incubate 20 fo 30 minutes
4. Wash

8. Add Conjugate — 100 pl fwell

6. ——e e Jncubate 20 to 30 minutes
7. Wash

8. Add TMB 100 pl.fwell

9, m—— Incubate 10 to 15 minutes
10. Add Stop Solution 50 pLiwsl - Mix

11. READ
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