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Abstract

Background—Serologic assays that identify herpes simplex type 2 (HSV-2) type-specific
antibodies have been commercially available for more than a decade. Greater acceptance of these
tests is hindered by uncertainty regarding their performance in real-world clinical settings.

Objectives—The primary objective was to compare the test characteristics of the Focus
HerpeSelect® Express Assay (EA) versus the Focus HerpeSelect® enzyme linked immunoassay
(ELISA) for detection of HSV-2 type-specific antibodies among pregnant women enrolled from 3
geographic sites with varying prevalences of HSV-2 infection. A second objective was to evaluate
the performance of a HSV-2 testing strategy in which EA screens and ELISA confirms HSV-2
serodiagnosis.

Study Desigh—We enrolled 399 pregnant women from Atlanta, GA, Moorestown, NJ, and
Pittsburgh, PA into this cross-sectional investigation. Capillary whole blood was obtained from study
participants, and evaluated for the presence of type-specific HSV-2 antibodies using the EA. Serum
samples were also obtained from all study participants for subsequent identification of HSV-2 type-
specific antibodies using both ELISA and the Focus Immunoblot assays.

Results—We observed 96.2 % agreement between results obtained with EA and ELISA. Overall,
when compared to ELISA results, the sensitivity of EA for detection of HSV-2 type-specific
antibodies was 94.2% and the specificity was 97.1%. Using Immunoblot results as our standard for
performance calculations, the positive predictive value (PPV) of HSV-2 serodiagnosis increased
from 91.7% to 98.2% when ELISA was used to confirm EA testing.

Conclusions—EA provides similar results to ELISA for the identification of HSV-2 type-specific
antibodies among pregnant women. As use of the point-of-care EA in conjunction with confirmatory
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ELISA testing improves the PPV of HSV-2 serodiagnosis compared to the use of EA or ELISA
testing alone, validation of this diagnostic algorithm in other at-risk populations may be warranted.
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INTRODUCTION

The number of individuals infected with genital herpes simplex virus type 2 (HSV-2) has
reached epidemic proportions?. Infection is considered to be life long, and intermittent
reactivation of the virus from latency is associated with substantial morbidity. For example,
intermittent genital tract reactivation can produce painful ulceration of epithelial and mucosal
tissues2. Most individuals with genital herpes, however, are unaware of their infection, and
sexual transmission of HSV-2 is often the result of subclinical reactivation of the virus®.
Considerable evidence suggests that HSV-2 infection facilitates both sexual transmission and
acquisition of HIV# 5, while maternal-fetal transmission of the virus, also frequently
asymptomatic; can cause severe and permanent neurological damage to the neonate®: 7.
Because of heightened awareness of the adverse sequelae associated with both symptomatic
and asymptomatic HSV-2 reactivation, the identification of individuals with genital herpes
infection has been recommended®.

The advent of HSV type-specific serologic tests has greatly facilitated this identification.
Previously available serologic assays, based on crude antigen preparations, were unreliable
diagnostic tools as infection with HSV-1 or HSV-2 generated indistinguishable antibody
responses®. Despite the high degree of serologic cross-reactivity between HSV-1 and HSV-2,
an envelope glycoprotein (g), gG, was identified as antigenically distinct between the two
virusesl0. gG type-specific serologic assays therefore can accurately differentiate between
infections with HSV-1 (gG1) or HSV-2 (gG2), and are increasingly used in research and
clinical settings to identify HSV-2 infected individuals.

Available type-specific gG2 serologic products or services include Western Blot (WB) testing,
immunoblot (IB) strips, enzyme linked immunoassays (ELISA), and point of care (POC)
membrane tests11=14, WB has been considered the gold standard for serodiagnosis of HSV
infection, but it is an expensive and labor-intensive test whose results may be difficult to
interpret1®. In comparison to WB, ELISA and POC tests are less costly and easier to perform,
and are therefore better suited for high-volume diagnostic screening. Although numerous
investigations have demonstrated that type-specific ELISAs are highly accurate for the
serodiagnosis of HSV-2 infection in populations where the prevalence of disease is high, their
positive predictive value suffers when used in populations with lower prevalence of
infection8. As delineated by the Centers for Disease Control and Prevention, there remains a
pressing need for studies that determine the “real world” performance of type-specific HSV
tests in populations with variable burdens of diseasel’. The primary objective in this
investigation was to compare the ability of the Focus HerpeSelect® Express Assay (EA) POC
test (Focus Diagnostics, Cypress, CA) to the Focus HerpeSelect® ELISA to identify the
presence of HSV-2 type-specific antibodies in a cohort of pregnant women enrolled from 3
sites with varying prevalences of disease. Our secondary objective was to evaluate the
performance characteristics of a HSV-2 serodiagnostic algorithm where EA and ELISA type-
specific tests were used, respectively, to screen for and confirm the presence of HSV-2 serum
antibodies.
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METHODS

Study participants

A total of 399 pregnant women aged 17-57 years (mean age = 27.5 + 6.0 years) were enrolled
from November 2006 to March 2007 from three clinical sites in the United States. 160 of the
study participants were enrolled from Atlanta, GA; 120 from Moorestown, NJ; and 119 from
Pittsburgh, PA. Samples were collected with informed consent from study participants and
with the approval of the institutional review boards at each clinical site.

Serologic methods

The presence of HSV-2 type-specific antibodies was determined using the EA POC test. EA
is a rapid lateral flow test that uses purified native gG2 antigen bound to a nitrocellulose
membrane to detect type-specific HSV-2 antibodies. Capillary whole blood obtained by finger
stick was immediately added to the EA device according to kit instructions (see package insert).
Positive results were those in which the test strip was colored red or pink, while negative results
were identified by the absence of color along the test strip. Positive and negative control serum
was tested daily by research staff at each recruitment site to ensure kits were performing
appropriately.

Serum samples were concurrently obtained from all study participants, and stored at —20° C
prior to further HSV-2 type-specific antibody testing at Focus Diagnostics’ Reference
Laboratory (Cypress, CA). ELISA and IB assays were performed on the collected sera
according to kit instructions without knowledge of the prior POC test results. Using the same
criteria provided by the package insert, ELISA index values < 0.9 were considered negative,
those > 1.1 were considered positive, and index values 0.9 — 1.1 (inclusive) were considered
equivocal results. For the purposes of this investigation, equivocal ELISA results were not re-
tested.

Statistical Methods

Results from 395 of the 399 total study participants enrolled were utilized in this investigation.
Three women with equivocal ELISA results were excluded as was one woman for whom IB
results were unavailable. All statistical procedures were performed using SPSS statistical
software (release 14.0.1) (SPSS Inc., Chicago, IL). When data satisfied conditions of normal
distribution differences between groups were analyzed by the Student’s t test, while the Mann
Whitney test and the test of binomial proportions were used to analyze data not satisfying
conditions of normal distribution. IB was used as the standard for performance calculations
that included sensitivity, specificity, positive predictive value (PPV), and negative predictive
value (NPV).

RESULTS

Table 1 shows the concordance between EA and ELISA for the detection of HSV-2 type-
specific antibodies in the full study cohort. Based on the results obtained from EA POC testing,
the overall prevalence of HSV-2 infection was 30.6% (121/395), while the prevalences of
infection at the Atlanta, GA; Moorestown, NJ; and Pittsburgh, PA enrollment sites were 47.5%,
8.4%, and 30.2%, respectively. Concordant results were obtained for 380 of the 395 (96.2%)
total evaluable serologic pairs (Table 1). Discordant results consisted of 8 women identified
as HSV-2 seropositive by EA who were HSV-2 seronegative by ELISA, and 7 women
identified as HSV-2 seronegative by EA who were HSV-2 seropositive by ELISA. Using
ELISA as the standard for diagnosis, the sensitivity of EA for detection of HSV-2 type-specific
antibodies among pregnant women was 94.2%, specificity was 97.1%, PPV was 93.4%, and
NPV was 97.4% (Table 1).
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The Focus ELISA used in this investigation has been reported more likely to provide false
positive results, in comparison to WB, when serum index values are in the low positive range
(index values 1.1 — 3.5) 18: 19, Further analysis of the data was therefore performed to discern
if lower positive index values increased the likelihood for discordancy between EA and ELISA
results. Although there was a tendency for women identified as HSV-2 seropositive by both
EA and ELISA to have higher median positive index values that women EA seronegative but
ELISA seropositive, the relationship did not reach statistical significance (5.6 vs. 3.9; P = 0.15)
(Figure 1). Discordant results were also not significantly associated with the site of enroliment,
age of the study participant, or gestational age at the time of testing (data not shown).

Mathematical modeling has demonstrated that among populations with variable estimated
prevalences of HSV-2 infection, the PPV for serodiagnosis of disease was improved when a
type-specific POC test was used to confirm positive results obtained with an ELISA20. Because
our investigation included the results from three clinical sites where HSV-2 seroprevalences
ranged widely from less than 10% to nearly half of women enrolled, we recognized an
opportunity to evaluate the “real world” performance characteristics of a testing algorithm in
which ELISA was used instead to confirm initial POC testing. Employing IB as the standard
for performance calculations, use of ELISA to confirm EA POC results did not alter sensitivity
of HSV-2 serodiagnosis (94.9%), but diagnostic specificity did increase from 96.4% to 99.3%
(P =0.02) (Table 2). Combined testing also improved the PPV for HSV-2 serodiagnosis from
91.7% to 98.2% (P = 0.02), without sacrifice of the NPV (Table 2).

Finally, we used the results from our investigation to calculate the expected PPV among
populations of varying prevalences of HSV-2 infection if ELISA was used to confirm initial
EA POC testing. As demonstrated in the figure, use of this algorithm would improve the PPV
of HSV-2 serodiagnosis in all theoretical populations examined. As expected, the PPV was
most dramatically improved, compared to EA testing alone, in those populations where the
prevalence of HSV-2 infection was lowest. Furthermore, the PPV of a HSV-2 serodiagnosis
obtained by initial POC EA screening and follow-up ELISA testing among populations with
prevalence of HSV-2 infection similar to those seen among women at higher risk for sexually
transmitted infection?1, was calculated to be > 98% (Figure 2).

DISCUSSION

Our study indicates a high concordance between results for the serodiagnosis of HSV-2
infection among pregnant women from populations with variable prevalences of disease with
use of the Focus EA and ELISA. ELISA was previously shown to exhibit high concordance
with results achieved with WB testing?2, regarded by many as the gold standard for the
serologic diagnosis of HSV-2 infection, and has been cleared by the U.S. Food and Drug
Administration for the detection of gG2 1gG antibodies in the sera of sexually active adults
and expectant mothers. Our findings demonstrate that the Focus EA represents another reliable
and commercially available test for HSV-2 serodiagnosis. Advantages of the EA over other
available tests include its ease of use; ability to use capillary whole blood; and the rapidity with
which results are obtained. These characteristics would expedite same-day diagnosis and
counseling of individuals with HSV-2 infection.

Our investigation also indicates that compared to use of EA alone, testing with both EA and
ELISA may improve the accuracy of HSV-2 serodiagnosis, particularly among populations
with lower prevalences of infection. Moreover, the epidemiology of HSV-2 infection suggests
there would be multiple benefits from an improved diagnostic algorithm. For example, most
individuals who are latently infected with HSV-2 are asymptomatic, and identification of type-
specific serum antibodies remains the only practical way to identify these individuals. Because
aportion of individuals diagnosed with genital herpes infection can be expected to initiate daily
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antiviral suppressive therapy, it is important from a public health perspective to ensure that
inaccurate diagnosis of disease does not result in unnecessary use of these medications.
Similarly, a better diagnostic algorithm for HSV-2 serodiagnosis could help minimize the
frequency with which an inaccurate diagnosis of genital herpes incorrectly labels individuals
as infected with a life-long sexually transmitted disease. Sexual relationships between HSV-2
seronegative and asymptomatic HSV-2 infected individuals may also benefit from the
construction of improved diagnostic algorithms, as identification of HSV-2 infected
individuals may result in behavioral changes, such as consistent condom use, that reduce the
efficiency of viral transmission. As most cases of neonatal herpes are the result of acquisition
of third trimester infections 23, accurate HSV-2 serodiagnosis during the first or second
trimester would better characterize the nature of the risk a pregnant woman has for peripartum
transmission of the virus. Our investigation suggests that combined EA and ELISA testing
would improve both the specificity and the PPV for the diagnosis of HSV-2 infection without
any sacrifice in the sensitivity or the NPV of results.?4

Although our investigation demonstrates that EA accurately identifies the presence of type-
specific HSV-2 antibodies in expectant mothers of any gestational stage, it was not designed
to comment on the most appropriate use of these tests in this population. While screening all
pregnant women for HSV-2 infection is not universally endorsed 2° 26, some support has been
given for serologic testing of pregnant women and their partners as a means to identify those
at greatest risk for HSV-2 acquisition during pregnancy 27+ 28. Another limitation of our study
was its inability to delineate reasons for discordant EA and ELISA test results. Although
women identified as EA seronegative/ ELISA seropositive tended to have lower median
positive index values than women with concordant results, the exact proportion of women in
the former group falsely identified as HSV-2 seropositive by ELISA is uncertain. Thus,
determination of the validity of the sequential use of EA and ELISA for improved accuracy of
HSV-2 serodiagnosis is limited by our inability to compare the results to an accepted gold
standard such as WB. Of note, the Focus IB, our standard for performance calculations in this
investigation, possesses similar performance characteristics as WB for the serodiagnosis of
HSV-2.1% Stronger endorsement of the diagnostic algorithm introduced in this investigation is
further limited by our inability to determine how a requirement for both finger stick (EA) and
venipucture (ELISA) would affect its acceptance by patients. It will also be necessary to
determine if the higher costs associated with the use of an additional serologic test are offset
by the benefits associated with more accurate serodiagnosis of HSV-2 infection. Finally,
HSV-2 serodiagnosis remains an important component of genital herpes management
programs, so further research will be needed to evaluate the performance characteristics of any
potential diagnostic algorithm and to better delineate the specific populations most likely to
benefit from improved serologic testing.
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Figure 1. Median ELISA index values for women with concordant EA and ELISA positive (n =
113) results versus women identified as EA negative and ELISA positive (n = 7)

* Mean positive ELISA index value for women identified as HSV-2 seropositive by both EA
and ELISA was not statistically different than the mean positive index value for women
identified as EA seronegative and ELISA seropositive (5.6 vs. 3.9; P= 0.15).
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Figure 2. Use of EA in conjunction with ELISA improves the positive predictive value of HSV-2
serodiagnosis compared to EA or ELISA testing alonea
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Performance characteristics for the serodiagnosis of HSV-2 infection in a cohort of pregnant women enrolled from
three sites in the United States (EA and ELISA versus EA or ELISA alone) 2

Test Sensitivity Specificity PPV NPV
EA 94.9% 96.4%  91.7% 97.8%
ELISA 99.1% 98.6%  96.7% 99.6%

EA+ELISA  94.9% 99.3%  98.2% 97.9%

a . . .
IB used as the diagnostic standard for performance calculations
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