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INTENDED USE
The Wampole Laboratories CMV ight ELISA  test systern is an enzyme-linked

immunosorbent assay (ELISA) designed for the qualitative delection of Igh ciass -

antibadies to cytomegalovirus {CMV) in human serum, The test system is intended o be

used to evaluate saralegic evidence of primary or reactivated infection with CMV, and is

for in vitro diagnostic use. This product is rol FDA deared (approved) for use in testing ’
{i.e., screening) bleod or plasmma donors,

SIGNIFICANCE AND BACKGROUND

Cylomegalovires (CMV} infections are widespread and usually asymptomatic; however, :
the virus may persist as a fatent or chronic infection (1}. The refatively frequent incidence :
and often severe dissase in newboms and Immunosuppressed individuals cleariy -
establishes this agant as an important human pathogen {2-4). CMV infections can be
classified as follows: )

Congenital - Acquired before birth,
Perinatal - Acquired af birth
Postnatal B - Acquired after birth

The prognosis for congsnitally infected infants who are asymptomatic at birth must be
guarded. Ten lo 25% may subsequently develop hearing loss (7). Five o 10% may
exhibit various degrees of mental retardation and central nervous system mofor disorderz
(8}. Survays show the incidenca of cangenital CMV infection 1o be from 0.5 to 2.5%.

Consequently, a careful documentation of the fong term effects of introutarios friestion o ©
impontant (8). N
Perinatally infected infants stari excraling CMV 3 1o 12 weeks after delivery and with rare *

exception, remain asymplomatic {(9). Postnatal CMV infections are acquired through
close contact with individuals who are shedding the virus. (), CMV has been isalated
from saliva, urine, breast mik, cervical secretions, and semen, Censequently, the
transrission of the virus may occur through a variety of mechanisms (5-8). Sexual,
transmissicn of the virus appears lo contribute to the acquisition of the virus by young’
adults {10}. :

Although the age at which CMV infection is acquired varies wilh socioeconomic
condilions, only about 10-15% of children in the United States are seropositive. By age
35 however, about 50% of the population is seropositive {(2-4},

The majority of individuals contrasting postnatal CMV infections remain asymplomatic (2-
4). A small percentage of individuals will develop a negative heterophile-antibody
infectious manonucieasis syndrome. CMV mononucleosis is characterized by fever,
lethargy, and atypical lymphocytosis; whereas, in Epstein-Barr virug induced infectious

mononucleosis, pharyngitis, lymphadenopathy, and splenomagaly are the chisf clinicsl
features (11-12).

In immunocompromised patients, CMV infsctions happen frequently, often from
reactivation of iatent infection, and may ba fite-threatening (2-4). These patients includs
allografi recipients, cancer palients, and patients with acquired immunodaiiciancy
syndrome  (AIDS) {4,13,15). Clinical manifestations of CMV disease in
immunocompromised patients ranges from CMV mononucleosis 1o pneumonia, hepatitis,
pericarditis, and encephaliis (5).

CMV  infections may occur following blood transfusions, and the rsk of infection
increases with the number of donors and the volume of blogd given {4). Primary infection
in seronegative recipients may be contracted via blood from a saemopositive donor. In
seropositive recipients, a latent infection may become roactivated. Most iransfusion
acquired CMV Infections are either subclinical or characterized by CMV mononucleosis
{2-4). However, in specific groups of palients, considerabls merbidity and martality can
result from a fransfusion-acquired prirary CMV infection. Thesge patienis are immune-
compromised and include premature infants, pregnant women, cancer patients, and
transplant recipients (4-14), In these pabients, transtusion acquired CMV infections can

be prevented by giving only bioad from serenegative danurs 1o seronegativa recipients
{4-14).

Serologic procedures which measure IgG antibodies to CMY can aid in the diagnosis of
CMV infection when paired acute and convalescant sera are tested simultaneously and
seroconversion or a significant rise in tiler can be demonstrated (15). Also, serologic
procedures may aid in the prevenion of iransfusion acquired CMV infections by
assessing ihe serologic status of donors and recipiesis {4-14).

Antibody of the IgM class is produced during the first 2 1o 3 weeks of infection
with CMV and exists only transienlly in mast patients (18,17). Serclogic
pracedures which measure the presence of IgM anliboqiss help discﬁ!_-nina[e
between primary and recurrent infections since IgM antibodies are rarély found in
recurrent infactions (16).

High affinity fgG aniibodies to CMV, if present in a sampie.. may imerfa_fe with the
detection of IgM specific anfibody (18,23}, High aff':mty‘ igG antibody may
preterentially bind 1o CMV antigen leading fo false negative igM resulls (18).
Also, rhieumateid faclor, if present along wilh antigen specific 196, may hind io
the IgG causing false positive IgM resulls {19). Bolh of the above protlems can
be eliminated by removing Ig@ from the sample befare testing for IgM {20-23).
Several different methods of separating IgG have been ysed. These include gel
fittration (20), abscrption wilk protein A (21), ion exchange chromatography {22),
and precipitation of IgG with anti-human IgG seum (23),

PRINCIPLE OF THE ELISA ASSAY

The Wampole CMV IgM ELISA test system is designed o detect 1gM class
antibodies to CMV igM in human sera. Wells of plastic microwell stips are
sensitized by passive absomption with CMV IgM antigen. The test procedure
involves three incubation staps:

1. Test sera are dilvted with the Sampla Diluent provided. The Sample
Diluent contains antthuman 1gG that precipitaies and removes lgG and
rheumaloid factor from the sample leaving 1IgM free to react with the
Immobilized antigen. During sample incubation any antigen specific |gM
antibedy in the sample will bind fo the immobilized antigen. The plats is
washad to remave unbiound antibody and other serum components.

2. Pgroxidase Conjugated goat anti-human oM (e chain specific) is added to
the wells and the plate is incubated. The Conjugale will react with oM
antibody immobilized on the sofid phase in step 1. The wells are washed o
remove unbound Conjugate.

3. The microwells containing immobilized peroxidase Conjugate are incubatad
with peroxidase Substrate Sofufion. Mydrolysis of the Substates by
peroxidase produces a color change. After a pariod of ime the reaction is
stopped and the color intensity of the solution is measured photometricatly.
The color intensity of the solution depands upen the antibody concentration
in the original test sample.

MATERIALS PROVIDED

Each kit contains the following components in sufficient quantities o perform the
number of lests indicated on packaging labsl. Note; Al reactive reagents contain
sodium azide as a preservative at a concentration of 0.1% {wiv). )

1. Fletg, 86 wells configurad in tweive Tx8.well strips coaled with atfinity
purifisd 125kD capsidf peptide purfied from induced PI-HAT caly. The slips
ure packaged in a stip holder and sealed in an envelops with desiccant.

PLATE
ORI J= Conjgaw. Conjugatad fn dish peroxidase) goat antl-human ig
(i chain specific}. Ready 1o use. One, 15 mL vial with & whits cap.
CONTROL 3. Pasitive Conlro! (Human Serum). Ona, £.35 mL vial with a rad ¢ag.
i CAL Js. cal (Human Serum). One, 0.5 mL vial with a blus cap,
CONTAOL |_ - |5, Negative Gantrot {Human Serum}, One, 0.95 mt vialwith a green cap.
[ ___DILSPE 6. Samplo Dien. One 30 mL boftia {biue e2p) containing Twean-20,
bavina serum sibumin, phesphte- butiered-safine, ang goat anti-human IgG
(y-chain specific}, {pH 7.2 « 0.2). Purpfe soluticn, ready to use. Nole; Shake
Weill Befora Use. (Product #; 45000M).
[ SOLR T5MB17. Tha: One 16 mt amber bottia famber cap) cantaining 31355
© etamalhyiberzidine{T4B). Ready o use. Contains DMSO < 15% (w).
[ SOt __[STGP|6. Stop soktion: One 15 mL battle {red cap) containing 1M H,.S0,,
0.78 HCL. Ready te yse,
WASHBUF | 10X {5, Wash bufter concentrate (10%): divte 1 pert concentrate +9
paris delonized or distilad water. Ona 100 m, bottle {tfear cap)} containing a

10X cor phosg i saline and Tween-20 solution (Hiue
selution). NOTE: $X solutonwitlhave apHol 7.2 £0.2,

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

Nete: Kit also contains:
1. Companent list containing lot spacific information is inside the kit box.
2. Package insert praviding instructions for use,

PRECAUTIONS

1. For in Vitro Diagnostic Usa.

2. Nomat precautions exercised in handfing laboratory reagents should bs
followed. In case of contact with eyas, rinse immediately with plenty of
water and seek medical advice. Wear suilable pioteclive clathing, gloves,
and eyefface protection. Do not breathe vapar. Dispose of waste
observing all local, stale, and federal laws.

3. The wells of the ELISA plate do not contain viahle organisms. Howaver,
the stips should he considered POTENTIALLY BIOHAZARDOUS
MATERIALS and handled accordingly.

4. The human serum conlrols are POTENTIALLY BIOHAZARDOUS
MATERIALS. Source malerials from which these producls were derived
were found negative for HIV-1 antigen, HBsAg. and for antibodies against
HCV and HIV by approved test methacts. However, sinca no test method
can affer complets assirance that infactious agents ars absany, these
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products should be handled at the Biosafety Level 2 as recommended for any
potentially infectidus human serum or blood specimen in the Centers for Disgase
Control/National Instilutes of Health manual "Biosafely in Microbiclogical and
Biomedical Laboratories™ cument edilion; and OSHA'S Standard for Sloodborne
Pathogens (36).

Adherence to the specified time and temperature of incubations is essentiat for
accurate results. All reagents must be allawed to reach room temperature (20-
25°C) before starting the assay. Retum unused reagenis to refrigerated
temperature immediately after use.

Improper washing could cause false posiive or false negative resulls. Be sure fo
minimize the amaunt of any residual wash solution; {eg., by blotting or aspiration}
before adding Conjugate or Substrate. Do no! allow the wells to dry ot between
incubations. =
The sample diluenl, controls, wash buffer, and conjugats contain sodium aride sta
cancentration of 0.1% (wiv). Sodium azide has been reporied to form lead or copper
azides in laboratory plumbing which may cause explosions on hammering. .. Te
prevent, rinse sink thoraughly with water after disposing of solution containing sodium
azids. -
The Stop Saolution is TOXIC. Causes burns. Toxie by Inhalation, in contact with sién
and if swallowed. In case of accident or if you feel unwell, seek medical advice
immediately. -

The TMB Solution is HARMFUL. Irritating fo syes, respiratory systam and skin.

The Wash Buffer concentrate is an IRRITANT. Iritaling to eyws, respiratary system
and skin. : :
Wipe botiom of plate free of residual liquid andfer fingerprints that can afier opiical
dansity (OD) readings.

Ditution or adulterafion of these reagents may generate erroneous results,

Reagents from other saurces or manufacturers should not be used, ‘;
TMB Selution should be colorless, very pale yaliow, very pale green, or very pale blug
when used. Contamination of tha TMB with conjugate or other oxidants will causs the
solution to change color prematurely. Do not use the TMB if it is noticeably bles in
calor. :
Never pipeits by mouth, Aveid contact of reagents -and patient specimens with skin
and mucous membranas. )

Avold microbial contamination of reagents. Incorrect results may oceur.

Cross contamination of reagents andfor samples could cause erronsqus resulls. |
Reusable glassware must ba washed and thoroughly rinsed frea of all detergants.
Aveid splashing or generation of asrosols, . -
Do not exposs raagents {6 strong light during storage of Incubation.

Altowing the microwell strips and holder to equilibrate to rom temperature prior 1o
opening the protective envelope will protect the wells from condensation. .
Wash solution should be collecled in a dispasal basin. Traat the wasta sclution Wwith
10% housshold hlsach (0.5% sodium hypochiorite}), Avald exposure of reagents {o
bleach fumes. o [T P "
Caution: Liquid waste at acid pH should ba nautrafized before adding to blsach
solution.

Do not use ELISA plate if the indicator sirip on the desiceant pouch has turned from
blua to pink. :

Do not allow tha conjugate to come in contact with containers or Instruments that may
have previously contained a solution wiilizing sodium azlde as a preservative,
Residual amounts of sedium azide may destroy the conjugate’s enzymatic activity.

Do aot expose any of the reactiva reagents fo bleach-containing solutlons or to any
strong odors from bleach-containing solutions. Trace amcunts of bleach {sodium
hypochlorite). may destroy the biological activity of many of the reaclive reagsnts
within this kit.

MATERIALS REQUIRED BUT NOT PROVIDED: A

A E R X RN OW AR MO e

ELISA microwell reader capable of reading ata wavelength of 450nm.
Pipettes capable of accurataly delivering 10 to 200uL.

Mullichannel pipetts capable of accurately delivering (50-200uL)
Reagent rasarvoirs for mullichannel pipattes,

Wash hottls or microwall washing system.

Dislifled or deionized water.

One Bler graduated cyfinder,

Serolegical pipettes,

Disposablfe pipette lips.

Paper toweks.

Laboratory timer to monitor incubation steps.

Disposal basin and disinfectant, (example: 10% housshold blaach, 0.5% sedium
hypochicrite.)
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Store the unopensd kit betwaen 2° and 8°C, :

Coated microwell strips: Store betwesn 2° and 8°C. Exra stips should be
immediately resealed with desiccant and relumned to propar storate, Strips are slable
for 60 days after the envelope has bsen cpened and properdy resealed and the
indicator strip on the desiceant pouch remains blue,

Canjugate: Stora hetween 2° and 8°C. PQ NOT FREEZE.

Calibrator, Positive Control and Negative Control: Store betwesn 2° and 8°C.

THB: Store betwean 2° and 8°C.

Wash Bidffer concentrate {10X): Store betwean 2° and 25°C. Diluted wash buffer (1X)
is stable a! room temparature (207 to 25° C) for up to 7 days or for 30 days between
2° and 8°C.

Sample Diluent: Store betwaen 2° and 8°C.

Slop Soluiion: Store betwean 27 and 25°C.

SPECIMEN COLLECTION
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It is recommended that specimen collection be cared out in accordance

with NCCLS document M29: Protection of Laboratory.- Workers from
Infectioys Disegse.

. No known test mathod can offer complete assurance that human hlood

sampies will not fransmit infection. Therefore, all blood derivatives should
be considered potentially infactius,

- Only freshly drawn and propery refrigerated sera ablained by approved

aseptic venipuncture precedures should be used in this assay (31, 32). No
anticoagulants or preservalives should be added. Avald using hemglyzed,
lipemic, or bacterially contaminated sera.

. Store sample at room lemperature for no longer than 8 hours. testing is

not performed within 8 hours, sera may be siored betwean 2° and 8°C for
no longer than 48 hours. If defay in testing is anticipated, store test sara at
—20°C or lower. Avoid multiple freezefthaw cycles that may cause loss of
antibody activity and give erroneous results.

ERAL PROCEDUHE

- Remove the intividual components from storage and allow them to warm to

room temperature (20-25°C).

Detarmine the number of microwells neaded. Allow six Control/Calibrator
determinations (one Blank, ona Negative Control, three Calibrators and ong
Positive Control) per run. A Reagent Blank should be run on each assay.
Check software and reader requirements for the correct Cantrols/Calibrater
configurations.  Return unused stips to the resealabl pouch with
desiceant, seal, and return to storage betwsan 2° and 8°C.

EXAMPLE PLATE SET-UP

i 2
Patient 3
Patient4
Elc.

Blank

Neg. Contral
Calibrator
Calibrator
Calibrator
Pos, Contrel
Fatient 1
Patient 2

Iim|mimio|ofo|>

. Prepare a 1:21 dilution (e.g.: 104k of serum + 200ul. of Sample Diluent.

NOTE: Shake Well Bafore Use) of the Negalive Controt, Calibrator,
Paositive Contral, and each patient serum,

. To individual wells, add 100uL of each diluted control, talibrator and

sample. Ensure that the samples ara property mixed. Use a different
pipatie tip for each sampla.

. Add 100uLl. of Sample Diluent to well A1 as a reagent blank. Check

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

. Incubale the plate at room temperature (20-25°C) for 25 + 5 minutes.
. Wash the microwell strips 5X, .

A. Manual Wash Procedurs:

a.  Vigorously shake out the liquid from the wells, -

b.  Fill sach microwell with Wash Buffer. Make sure no air bubbles
are trapped in the walls,

c.  Rapeatsteps a. and b. for a lotal of 5 washes,

d.  Shake out the wash sulution from all the wells. Invert the plate
over a paper towet and tap firmly to remeve any residual wash
solution from the wells. Visually inspect the plate to ensure that
no residual wash solution remains. Collect wash solution in a

. disposable basin and lreat with 0.5% sodium hypochlorite

{bleach) at the end of tha days run.

8. Automated Wasl Procedura:
If using an automated microwet] wash system, set the dispensing volume to
300-350uLjwell. Set the wash cycle for 5 washes with no delay between
washes. If necessary, the microwsll plale may be removed from the
washer, inverted over a paper towel and lapped firmly to remove any
residual wash solition from the microwelis.

. Add 100uL of the Conjugate fo each well, including reagent blank wall, at

tha same rate and in the same order as the specimens ware addsd,

. Incubate the plats at roem temperature (20-25°C) for 25 + 5 minules

Wash the microwells by foltowing the procedure as deseribed in step 7.
Add 100uL of TMB to each well, including reagent blank wall, at the same
rate and in the same order as ths specimens ware added.

Incubale the plale al room tempsratura (20-25°C) for 16 1o 15 minutes.
Stop the reaction by adding 50uL of Stop Solution 1o each wall, including
reagent blank wall, at the same rale and in the same order as the TMB was
added. Pesitive samples will tum from blus to yellaw. After adding the Siop
Solution, tap the plate several fimes to ensure that the samples are
horoughly mixed.

. Set the microwsll readsr to read at a wavelength of 450nm and measure

the optical density (OD) of each well against the reagent blank, The plaie
should be raad within 30 minutes after the addiion of the Stop Solution,



QUALITY CONTROL

1. Each time the assay is run the Calibrator must be run in triplicate. A reagent
blank, Negative Controf, and Pasitive Conirol must ajso be included in each
assay.

2. Caleulale the mean of tha thiee Calibratar wells. if any of the three values differ
by mare than 15% from tha mean, discard that value and calculate the mean
using the remaining two wells,

3. The mean QD value for the Calibrator and the OD values for the Positive and
Negative Controls should f= within the fellowing ranges:

QD Hange
Negative Controt < 0.250
Calibrator = 0.300
Positive Control > 0.500
a.  The OD of the Negative Control divided by the mean O3 of the
Calibrator should be < 0.9.

b.  The OD of the Pesitive Contral divided by the mean OD of the
Calibrator should be > 1.25,

€. Ifthe above conditions are not met tha lest should be corsidered
invalid and should be repaated.

4. The Pasitive Contro! and Negative Contral are intended ta monitor for
substantial reagent failure and wifl not ensure precision at the assay cut-off,

5. Additional eontrols may b tested according to guidelines or requirernents of
{ocal, state, andfor fedaral reguiations or accrediting organizations,

6. Refer to NGOLS dotument C24: Statistical Quality Control for Quantitative
Measurements for guidanca on appropriata QG practices.
INTERPRETATION OF RESULTS
A. Calculations:

1. Carrection Fagtor
A cutoff 0D value for positiva samples has been determined by the manufacturer and
correlated to the Calibrater. The comection factor (CF) will allow you to determine the
cutolf value for positive samples and to correct for slight day-to-day varations in fest
results. The comection factor is detemmined for each lot of kit components and is
printed on the Component List located in the kit box.
2. Cutoff OD Valus
Ta obtain the cutoff OD value, multiply the CF by the mean OD of the Calibratar
determined above. '

(CF x mean QD of Calibrator = culoff (O valugj
3. Index Values or OD Aatios
Caleufate the index Value or OD Ratio for each specimen by dividing its OD valua by
the cutoff OD from step 2.

Exampla: L . W
Mean QD of Calibrator = 0783
Correction Faclor (CF) = 0.25
Cut off OD = 0.793 x 0.25 = 0.198
Unknown Speciman QD = 0432

Specimen index Valus or OD Ratio 0432/0198=218

B. Interpretations:
Index Values or QD) ratios ars intarpreted as follows:

Index Value or 0D Ratio

Negative Specimens =0.90
Equivocal Specimans .91t 1.08
Positive Specimens =110

1. An OD ralio < 0.90 indicates no detectable IgM antibody to CMV. A negative
result indicates no current infection with CMV. However, spacimens taken too
arly during a primary infection may not have detectabls levels of tgM antibody.
If & primary infection is suspected, another specimen should be taken within 7
days and lested concurrently in the same assay with tha original specimen to
look for seroconversion.

2. An OD rafio = 1.10 is positive for IgM antibedy ta CMV. A positive value
indicates a primary or reaclivated infection with CMV. Such individuals are
presumed 1o be at risk of transmitting CMV infection.

3. Specimens with OD ratic values in the equivocal range {0.91 - 1.09) should be
retested andfor ancther specimen should be collected within 7 days and
retested simullaneously with the original specimen. If the second specimen is
positive, the patient is considered to have an aclive CMV infection,

LIMITATION OF THE ASSAY

1. A negative resuit does not ruls out a primary or reaclivated infection with CMV.

2. Since CMV specific IgM antibody usually tioes nat develop until the patient has
been clinically Il for a week or mure, samples taken too early in the course of a
primary infection may not have defectable lavels of IgM (33}.

3. In immunocempromised patients the ahility to produce an Ight respanse may be
impaired and CMV specific IgM may be falsely negative during an active
infection {15, 34),

4. CMV specific IgM anlibody may reappear during reactivation of CMV infection
[15,17,33).

5. Resulls of the Wampole CMV IgM ELISA ara not by themselves diagnostic and
should ba interpreted in Eght of the patient's clinical condition and the results of
other diagnostic pracedures.

6. Patlents may confinue 1o preduce CMV spaecific IgM antihndy for 6-9 moalhs
follawing a primary infection (i 5,27.33).

7. Isafation of CMV from urine or the presence of CMV Ight anlibody during the

" fist week of fife usually provides a reliable dfagnosis of congenital CMV

infection {35). Specimens callected for viral isolation or for detaction of CMV

IgM beyond the first week after birth should not be used to distinguish
cangenital infection from infection acquired at or shortly after birth (35),

B. GMV specific 1gG antibody may compede with Igh for binding sites and cause
falss negative results. Rheumatoid factor, if present along with CMV specific
laG, will cause false posilive resuils, The absorhent incubation step will
remave greater than 99% of IgG from the test specimens, and significantly
reduce the incidence of false resulls.

! 8, Heterolypic IgM amtibody responses may occur in patients infected wilh
f Epstein-Barr vinus and give false positive results in the CMV-Ighl ELISA.
EXPECTED VALUES
The incidence of CMV infection varies with age, geographic location, sexuval
behavior, and socioeconomic stalus (33). However, CMV is the most commaon
causg of congenital viral infection (16,33). In tha Uniled States, approximately 1%
of infanis are infected at binh, (16,33)
CMV specific IgM usually develops after a patient has been clinically itl for at feast a
week or more (33). Most (83%) of patients produce IgM transiently within 16 wesks
dt semconversion (16). However, some patients may continue to produce 1gM for 6
t3 & months after seroconversian {15-17).

PERFORMANCE CHARACTERISTICS

Comparativa Study:

The Wampole Laboratories CMV-IgM ELISA test systarm was compared to another
commarciaglly available ELISA test system for detection of igh antibodies to CMV. A
total of 101 serum samples, obtained from a reference lahoratory, were assayed by
the twn mathods. The restis of this study are summarized below:

i REFERENCE ELISA
. FOS. NEG. EQUIIVOCAL*
WAMPOLE
CMV POS. 25 1 2
IgM ELISA NEG, 2 66 2
EQUIVOCAL* 3 0 o

Specificity = 88.5% (66/67)

Sensilivity = 92.5% (25/27)

Concerdance = 96.8% {81/94)

*Equivocal results were not included in the caleulations for
sensitivity, specificity, and concardance

‘Tast results of the two procedures for thres specimens did no! agree. These
spacimens ware tested by a third commercial ELISA procedure for detection of ight
fntibodias to CMV. Results of the thid procedure for all three specimans wers in
agraement with the Wampole Laboratories test system,

i

Aeproducibility:

To agsess intra- and inler-assay variations of the test procedurs, the Wampole
CMV IgM ELISA was performed on six specimens with QD ratio values in the
high positive, low positive, and negative ranges. Eight replicates of each sample
were n on three consecutive days. The mean 0D rafio and coefficiont of varistion
(CV) were catculated for each sample. These data are shown betow:

lotra-Assay {n=8) hiar-Assay [n=3)_
Fun # Run gz - Run#3

Mean Woan Hean Mea
fatio v Hatio v Ratg oV n oV

Ratin
Sarum Ra. 648 1.7% 764 3.1% SHZR 47% 556 1t6%
Sensms . 2 127 43% 8492 1% 6BE% | 44% 7.69 5%
| - Serum Ho. 3 273 §0% a.19 T.7% 269% 40% 287 1%
anm Ho. 4 130 32% 1.54 13% 120% 5.7R 135 0%
arum No. 5 455 72% 056 122% 055% 83% 053 9.1%
| _Serum No. & 057 7.i% ar7 56% G56% S5% 0.57 34%

Cross Reactivity:

Studies were done to assess the possible interference wilh the test procadure by
sera centaining rheumatoid factor or antinuciear antibedies. Ten rheumatoid facior
positive sera with latex agglufination titers from 1:80 o 1:640 wera tested by the
Wampole Laboraloies CMV lgM EUSA procedura. After pretreatment with
absarbent, all ten sera were negative in the Wampcla CMV [gM ELISA procedure.
Ten ANA positiva sera with IFA titers of 1:80 to 1:1280 wera lested by the Wampole
CMV oM procedure and 9 of 10 were negative, One serum with an ANA tiler of
.1:12B0 was weakly positive but was also posilive in another ELISA pracedure,
‘These studies indicate that interference with the test procedure by rhoumataid
factor and antinuclear antibodies is minmal.



Sera with igM IFA liters to Herpes Simplex virus (1:8 - 1:640), and Varicelia-Zostar
vius (1:10 - 1:80) were ltested for cross-reactivity with the CMV igM ELISA test
system. None of five HBV IgM positive sera, and only one of nine VZ IgM positive
sera were posflive in the CMV IgM ELISA test system.
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ABBREVIATED TEST PROCEDURE

1. Difute Serum 1:24

2. Add diluted serum to microwell 100 pLjwell

3, ———a———bn  Incubats 20 to 30 minutes
4. Wash '

§. Add Conjugate — 100 prifwell
6. ———————  Incubate 20 to 30 minutes
7. Wash

8. Add TMB 100 utjwell
9. incubate 10 to 15 minutes
10. Add Stop Solution 50 pl/wall - Mix
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