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Abstract

Background: Data on risk factors of recurrent bacterial vaginosis (RBV) are still scarce. We used data from female
sex workers (FSW) participating in a randomized controlled microbicide trial to examine predictors of BV recurrence.

Methods: Trial's participants with at least an episode of BV which was treated and/or followed by a negative BV
result and at least one subsequent visit offering BV testing were included in the analysis. Behavioural and medical
data were collected monthly while laboratory testing for STI and genital tract infections were performed quarterly.
The Andersen-Gill proportional hazards model was used to determine predictors of BV recurrence both in bivariate
and multivariate analyses.

Results: 440 women were included and the incidence rate for RBV was 20.8 recurrences/100 person-months (95%
confidence interval (Cl) =18.1-23.4). In the multivariate analysis controlling for the study site, recent vaginal
cleansing as reported at baseline with adjusted hazard-ratio (aHR)=1.30, 95% Cl = 1.02-1.64 increased the risk of BV

decreased risk of RBV.

warranted.
Trials registration: NCT00153777

recurrence, whereas consistent condom use (CCU) with the primary partner (aHR=0.68, 95% C1=0.49-0.93) and
vaginal candidiasis (aHR=0.70, 95% CI=0.53-0.93), both treated as time-dependent variables, were associated with

Conclusion: This study confirms the importance of counselling high-risk women with RBV about the adverse
effects of vaginal cleansing and the protective effects of condom use with all types of partners for the prevention
of sexually transmitted infections, including BV. More prospective studies on risk factors of BV recurrence are
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Background

Bacterial vaginosis (BV) is the most common vaginal in-
fection in women of reproductive age. Its prevalence var-
ies from 9% to 50% [1,2] and may reach 70% among
female sex workers (FSW) [3]. Besides its high frequency,
BV is associated with many adverse health outcomes
[4-10] including pelvic inflammatory disease, unfavourable
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pregnancy outcomes and recently HIV. BV is not only as-
sociated with female acquisition of HIV [9,10] but also
with female-to-male transmission of HIV, as reported in a
recent study [7]. Though it is increasingly clear that BV
results from the replacement of the lactobacillus domi-
nated normal flora by a predominantly anaerobic flora, no
single causal agent has yet been identified. As a result,
current treatment strategy aims at restoring the balance of
the vaginal flora without specifically targeting any single
causal agent. This may explain the high rate of treatment
failure and recurrence that constitutes a major challenge
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for the clinical management and control of BV. Some au-
thors [11-14] have suggested periodic presumptive treat-
ment (PPT) as response to this challenge; however, the
high recurrence rate makes the cost-effectiveness of this
strategy questionable [15]. Knowing predictors of BV re-
currence may help identify subgroups in whom PPT may
be more efficient and prevent BV recurrences and their
subsequent adverse health outcomes.

The purpose of this study was to identify behavioural
and medical predictors of BV recurrence among women
who experienced a prior BV episode during their follow-
up at two African and two Indian sites of a randomized
controlled microbicide trial.

Methods

The clinical trial

Settings and participants selection

We performed a secondary longitudinal analysis of data
from HIV-negative FSWs enrolled in the cellulose sulphate
(CS) trial, a double-blind randomized placebo-controlled
trial evaluating the effect of 6% vaginal CS gel on HIV
acquisition. Participant recruitment, follow-up and labo-
ratory methods are described elsewhere [16]. Briefly, the
trial recruited participants from five sites: Durban (South
Africa); Kampala (Uganda); Cotonou (Benin); Chennai
(India) and Bagalkot District (India). However, because of
the occurrence of some local changes in the standardized
method for BV laboratory diagnosis at the Durban site,
and to ensure the comparability of our findings, the
present analysis was restricted to participants from the lat-
ter four sites. Participants were FSWs who were 18 years
or older, HIV seronegative, not pregnant and not desiring
to become pregnant during their participation in the study.
The study was approved by ethics committees (EC) of the
Eastern Virginia School of Medicine, Norfolk, VA (USA),
of the thi360, NC (USA) and of each collaborating center:
EC of the Centre hospitalier affilié universitaire de Québec
in Canada, of the Faculté des Sciences de la Santé in
Cotonou; of the National Aids Research Committee; of
the Uganda Nation Research Council for Science and
Technology; of YRG Care, Chennai, India; of the Univer-
sity of Manitoba, Winnipeg, Canada; of St. John's Medical
College, Bangalore, India; of the Indian Council of Med-
ical Research, Delhi, India and of the Medical Research
Council, Durban, South Africa.

Trial participants provided written informed consent. At
the screening visit, a questionnaire was administered to
consenting women by trained health providers, asking
about their socio-demographics, current contraceptive use,
intra-vaginal cleansing practices (products used and reason),
past history of STI and sexual behaviours (detail with the
Additional file 1). Participants were then screened for HIV,
syphilis, Neisseria gonorrhoeae, Chlamydia trachomatis, BV,
Trichomonas vaginalis and vaginal yeast. All procedures,
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with the exception of the baseline questionnaire, were re-
peated at the enrolment visit (occurred within 28 days of
screening). At enrolment, eligible women were randomized
to active or placebo vaginal gel and were instructed to use
their gel before each sexual act for 12 months. The partici-
pants received intensive counselling about condom use and
were provided free condoms at each visit. Monthly behav-
ioural data were collected (detail with Additional file 2) and
pelvic exams with laboratory testing for HIV and other STI
were performed quarterly. Follow-up was planned for 12
months, but the trial was closed prematurely following an
interim analysis which suggested an increased risk of HIV
among women in the active arm.

Laboratory procedures

BV diagnosis was made locally at each study site, by
Gram stain, using the Nugent’s scoring system [17] and
according to a standardised operation procedure (SOP).
Trichomoniasis and candidiasis were diagnosed micro-
scopically on wet mount. The endocervical swabs were
tested with nucleic acid amplification tests for genital
gonococcal and chlamydial infections. For syphilis diag-
nosis, blood samples were screened with Rapid Plasma
Reagin (RPR) test and reactive samples were confirmed
with a treponemal antibody test. At the screening and
enrolment visits, HIV antibody testing was performed
using the national HIV testing guidelines in place at
each study site. For the follow-up visits, the study-
specific algorithm was used. Pregnancy tests brands var-
ied by site. All assays were conducted according to the
manufacturers’ instructions. For all curable genital tract
infections which were diagnosed, including BV, women
with symptoms were treated at the same visit, whether
lab test result was available or not (using the syndromic
approach) while others were treated once test results be-
came available, mostly in less than a week.

Definitions of some concepts and study outcome for the
present study

BV treatment

For the purpose of the present study, a BV treatment
was deemed “effective” if it was in compliance with the
2006 UK guidelines for BV treatment [18].

Positive BV result

A positive BV result was defined as a Nugent score = 7.
Participants were defined as BV negative if they had a
negative test result (Nugent score < 7) or were at least at
the seventh day of the onset of an “effective BV treatment”.

Incident BV

Incident BV was defined as a positive BV result obtained
at a follow-up visit (whether scheduled or not) which was
at least 7 days from the onset of “effective BV treatment”,
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or following a negative BV result. A case of incident BV
was assumed to have occurred at the midpoint between
the date of the last negative BV result and the date of the
visit at which the incident BV was diagnosed.

BV episode

A BV episode was defined as one or multiple consecu-
tive positive BV results starting with the occurrence of
an incident BV, as defined above, and ending either at
the seventh day of an “effective BV treatment” or at the
midpoint between the date of the last positive result of
the BV episode and the date of the first negative BV re-
sult (whichever came first).

Recurrent BV (study outcome)

Recurrent BV (RBV) was defined as incident BV (as de-
scribed above) following a positive BV result obtained at
a previous visit (including the enrolment visit). A partici-
pant could have multiple recurrences during the follow-
up period.

At-risk period

Participants with prior BV (index BV) were considered
at risk of a RBV for the period spanning from the end of
the index BV episode to the beginning of the next BV
episode, or to the end of their follow-up, whichever oc-
curred first. In cases of multiple BV recurrences, periods
between BV episodes were considered as at-risk periods.

Participant selection for the present analysis

The present analysis involved trial participants who, dur-
ing follow-up (including the enrolment visit), had at
least one BV episode, followed by:

— an “effective BV treatment” and at least one
subsequent visit at which a Nugent test was
performed or;

— a visit at which a negative BV result was obtained.

Statistical methods
Participants’ baseline and follow-up characteristics are
presented as percentages for categorical variables or me-
dians along with inter-quartile ranges (IQR) for continu-
ous variables. The RBV rate was obtained by dividing
the number of RBV by the total number of person-
months at risk. The 95% confidence intervals (95% CI)
were obtained for the rate by bootstrapping 1000 sam-
ples with replacement. Variables reported in previous
studies as potential predictors of RBV were selected for
the analysis. These included socio-demographic charac-
teristics, sexual behaviours, past history of, and current
STI or reproductive tract infections.

Andersen-Gill proportional hazard models were used
to identify independent predictors of RBV (as multiple
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events) by estimating hazard ratios (HR) [19]. The 95%
CI of the HR and the p-values based on these models
were derived from robust sandwich variances to account
for intra-subject dependency attributable to the multiple
recurrences that participants could experience [19].

Univariate models were fit with and without control
for study site. Variables with p-value < 0.20 in the uni-
variate models controlling for study site were selected to
construct the initial (full) multivariate model. Backward
selection was used and variables which reached a signifi-
cance level of 0.05 were retained in the final multivariate
model as predictors of BV recurrence. Proportionality
and linearity hypotheses were verified for the models.
Statistical tests were two-tailed. Data were analysed with
SAS software version 9.3 (SAS Institute, Cary, NC).

Results

Baseline socio-demographic, behavioural and biological
characteristics of the participants

From July 2005 to January 2007, a total of 1491 women
were screened and 822 were enrolled at the four study
sites. Out of the 822, 440 women met the eligibility criteria
for BV recurrence as described above and were included
in the present analysis. Baseline socio-demographic, be-
havioural and biological characteristics of the participants
are summarized in Table 1.

The median age of the study population was 28 years
[inter-quartile range (IQR) = 23-35] and the median num-
ber of years in school was 7 (IQR=3-9). One hundred and
twenty-eight (29.1%) of the women reported an occupa-
tion besides commercial sex work. The median number
of sexual partners in the seven days preceding their study
entry was 8 (IQR=4-21). Seventy-three (17.6%) reported
recent (within 90 days) intra-vaginal-cleansing.

Incidence of RBV

Among the 440 women, 253 (57.5%) experienced at least
one BV recurrence during follow-up: 165 had one re-
currence; 64 had two; 18 had three and 6 had four (giving
a total of 371 recurrences). The 371 BV recurrences oc-
curred over a total at-risk-period of 1783.12 person-
months (146.56 person-years), giving an incidence rate of
20.8 recurrences/100 person-months (95% CI=18.1 — 23.4)
or 2.53 recurrences/person-year (95% CI=2.26 — 2.77).

Factors associated with RBV in univariate analysis

Baseline factors associated with RBV in univariate analysis
In univariate analysis without control for the study site,
several baseline factors were significantly associated with
RBV, as presented in Table 2. For positive associations
these include being older than 28 years, cohabiting with
a man, exerting an occupation besides sex work, recent
intra-vaginal cleansing [since the visit preceding that of
baseline (for women with BV at the enrolment visit in
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Table 1 Baseline characteristics of 440 female sex
workers followed-up in a microbicide trial at 2 african
and 2 indian sites

Characteristics n with (%) or

median with
[IQR*]
Sites:
Kampala 167 (37.9)
Cotonou 140 (31.8)
Indian sites (Chennai and Bagalkot District) 133 (30.2)
Age in years 28 [23-35]
Completed years of school 7 [3-9]
Cohabiting with a man 94 (214)
Exerting an occupation other than commercial 128 (29.1)
sex work
Currently used contraceptive:
None 255 (57.9)
Oral 29 (6.6)
Injectable 35 (7.9)
Intra-uterine device 3(0.7)
Female sterilization 118 (26.8)
Having a primary partner 331 (75.2)
Number of sexual partners in the past 7 dayst 8 [4-21]

Percentage of sexual act with primary partner using 97 (46.6)
condom 100% *

Percentage of sexual act with other partners using 361 (97.6)
condom 100% *
Oral or anal sex in the past 30 days with 15 (5.8)
primary partner ©
Oral or anal sex in the past 30 days with primary 10 (4.2)
partner without condom ©
Oral or anal sex in the past 30 days with 22 (5.0)
other partners #
Oral or anal sex in the past 30 days with other 8 (14)
partners without condom #
History of STI at baseline 321 (72.9)
Recent intra-vaginal cleansing 73 (17.6)
(within 90 days) @
Irregular menstrual cycles 97 (22.0)
Laboratory diagnosis of STI or reproductive tract
infections at baseline:
Gonorrhoea ° 27 (6.2)
Chlamydia ° 28 (64)
Trichomoniasis ¥ 20 (4.6)
Candidiasis ¥ 112 (25.6)

*|QR =Inter-quartile range; = missing data for 29 woman; = The denominator
excludes 207 women who reported not having a primary partner with whom
they had sex in the last 7 days and 25 other who did not report on condom use;
9 = The denominator excludes 44 women who reported not having sex with
other partners in the last 7 days and 26 other who did not report on condom
use; ©The denominator excludes 74 who reported not having a primary partner
and 25 others who did not report on anal or oral sex; # =The denominator
excludes 27 who did not report on anal or oral sex. §= missing data for 3
woman; ¥= missing data for 2 women; @= missing data for 25 women.
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the trial, the preceding visit was the screening visit)],
having an STI history and having had oral or anal sex
with other partners in the 30 days prior to the baseline
visit. In contrast, having been to school for at least six
years, consistent condom use (CCU) with the primary
partner in the past seven days and surprisingly, higher
number of sexual partners, were inversely associated
with RBV. There was a trend towards a positive associ-
ation between use of intra-uterine device and RBV, and
a negative association between hormonal contraception
and RBV, but neither was statistically significant. Treat-
ment group was not associated with BV recurrence.

After controlling for study site, only recent intra-vaginal
cleansing was significantly associated with RBV with an
adjusted HR (aHR)=1.31, 95% CI=1.03 — 1.66.

Time-dependent factors associated with RBV in

univariate analysis

Results from the univariate analysis of the associations be-
tween time-dependent variables and RBV are presented in
Table 3. Oral sex, whether with the primary or other part-
ners (whether all acts or those without condom use) was
significantly and positively associated with RBV. In con-
trast, CCU with the primary partner, the presence of a va-
ginal candidiasis in the at-risk period and high number of
sexual partners in the past seven days were inversely asso-
ciated with RBV. For CCU with the primary partner and
the presence of candidiasis, the association remained sig-
nificant after controlling for study site.

Factors associated with RBV in the multivariate analysis
Variables with p-value<0.20 in the univariate analysis
controlling for study site were included in the multi-
variate model. Recent intra-vaginal cleansing as self-
reported at the baseline visit was positively associated
with RBV, whereas CCU with the primary partner in the
past seven days and vaginal candidiasis in the at-risk
period were protective (Table 4). In addition, study site
remained significantly associated with RBV. None of the
STI or genital tract infections, other than candidiasis,
was significantly associated with RBV.

Discussion

Among these 440 HIV seronegative FSW with a BV epi-
sode at baseline, we found that 253 (57.5%) have had at
least one BV recurrence during their follow-up. The in-
cidence rate was 20.8 recurrences/100 person-months
(95% CI=18.1 — 23.4) or 2.53 recurrences/person-year
(95% CI=2.26 — 2.77).

Most prior studies on RBV looked only at the first re-
currence, in the context of treatment regimen evaluation
[20-23]. Therefore, their primary outcome was the pro-
portion of treated subjects experiencing at least one BV
recurrence in a given post-treatment length of time. This
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Table 2 Association between baseline characteristics and incidence of bacterial vaginosis recurrence among 440
female sex workers followed-up in a microbicide trial: hazard ratios (unadjusted vs. adjusted for the study site)
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Baseline factors Incidence rate of BV recurrence Unadjusted HR§ p-value HR§ (adjusted for p-value
(per 100 person-months) by exposure  with 95% CI" study site) with
level (NR*/person-months) 95% CI"
Study sites
Chennai/ Bagalkot District 39.5 (142/359.57) 527 (390-7.12) <00001 - -
Cotonou 28.9 (160/553.93) 369 (276 —494)  <0.0001 - -
Kampala (ref) 7.9 (69/869.62) 1.00 - - - -
Age (years; continuous) - 1.03 (1.01 - 1.04)  0.0004 0.99 (0.97 - 1.00) 0.1452
Age (category):

228 years (median) 25.8 (196/760.83) 152 (119-194) 00009 083 (064 - 1.07) 0.1476
<28 years 17.1 (175/1022.28) 1.00 - - 1.00 - -
Number of years in school (continuous) - 099 (095 -1.03) 06279 1.02 (0.98 - 1.05) 0.2832

Years in school (category):
2 6 years 16.8 (151/900.52) 067 (052 -086) 0.0015 1.05 (0.84 - 1.32) 0.6427
< 6 years 24.9 (220/882.60) 1.00 - - 1.00 - -
Living with a man
Yes 31.9 (95/297.70) 1.75(135-226) <0.0001 099 (0.73 - 1.32) 0.9227
No 186 (276/148542) 1.00 - - 1.00 - -
Exerting an occupation besides
sex work
Yes 26.9 (123/457.67) (110-189) 00076 089 (068 - 1.15)
o (Ref.) 18.7 (248/132545) 1.00 - - 1.00 - 03612
Having ever been pregnant
Yes 213 (354/1659.72) 1.55(0.89 - 2.71)  0.1201 1.16 (0.73 - 1.83) 0.5249
No 13.8 (17/123.40) 1.00 - - 1.00 - -
Current contraceptive method
Female sterilization 382 (121/316.67) 221 (169 -290)  <0.0001 0.99 (0.66 - 1.51) 0.9934
Intra-uterine device 37.9 (4/10.55) 216 (090 - 5.15)  0.0837 4 (0.56 - 2.34) 0.7215
Injectable 11.8 (18/152.70) 066 (0.39-1.13) 0.1308 1 (069 - 2.10) 0.5095
Oral 13.1 (18/137.25) 073 (041-129 02800 098 (0.57 - 1.70) 0.9577
None (Ref) 18.0 (210/1165.95) 1.00 - - 1.00 - -
Recent intra-vaginal cleansing reported
at baseline
Yes 32.3 (112/347.20) 1.75(1.34 - 2.28) <.0001 1.31 (1.03 - 1.66) 0.0279
No 18.5 (246/1326.27) 1.00 - - 1.00 - -
Number of sexual partners /last - 0.98 (0.97 - 0.99) 0.0003 0.99 (0.99 - 1.00) 04145
7days (Continuous)
Number of sexual partners /last 7 days:
2 8 partners (median) 14.9 (159/1067.18) 049 (039 -063) <0.0001 089 (067 -1.18) 04079
< 8 partners 29.6 (212/715.93) 1.00 - - 1.00 - -
Having a primary partner
Yes 21.6 (289/1337.92) 1.18 (088 - 1.59)  0.2679 098 (0.75 - 1.27) 0.8825
No 184 (82/445.20) 1.00 - - -
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Table 2 Association between baseline characteristics and incidence of bacterial vaginosis recurrence among 440
female sex workers followed-up in a microbicide trial: hazard ratios (unadjusted vs. adjusted for the study site)

(Continued)

CCU# with primary partner in the
past 7 days:

Yes 17.3 (83/479.37) 068 (048 - 096) 00277 077 (0.56 - 1.07) 0.1236
No (ref.) 28.7 (134/466.28) 1.00 - - 1.00 - -
No primary partner or no sexual act 184 (154/837.47) 0.74 (055 -099)  0.0459 097 (0.74 - 1.28) 0.8564
with him
CCU# with other partners in the
past 7 days:
Yes 20.3 (329/1620.65) 049 (0.19-1.28) 01467 086 (034 - 2.19) 0.7505
No (ref) 25.1 (19/75.70) 1.00 - - - -
No sexual act with other partners 265 (23/86.77) 062 (022 -171) 03556 0.96 (0.35 - 2.59) 0.9340
History of STI
Yes 27.0 (176/651.55) 1.53 (1.14 - 2.05) 0.0046 1.13 (086 - 147) 0.3864
No 172 (195/1131.57) 1.00 - - 1.00 - -
Anal /oral sex with primary partner/ past
30 days
Yes 29.2 (14/47.97) 130(0.70-242) 04018  0.72(0.38-1.34) 03011
No (Ref) 22.3 (292/1311.10) 1.00 - - 1.00 - -
Did not have primary partner 16.5 (52/314.40) 0.74 (0.52-1.04)  0.0800 0.99 (0.73 - 1.33) 09381
Anal /oral sex with primary partner
without condom
Yes 29.9 (9/30.08) 134 (068 - 2.65) 03951 0.78 (041 - 1.50) 0.4594
No (Ref) 22.3(297/1328.98) 1.00 - - 1.00 - -
Did not have primary partner 16.5 (52/314.40) 0.73 (052 - 1.03) 0.0766 1.01 (0.74 - 1.35) 0.9931
Anal /oral sex with other partners/past
30 days
Yes 464 (28/60.32) 2.26 (160 - 3.18) <.0001 1.20 (0.82 - 1.74) 0.3434
No (Ref) 20.7 (330/1591.95) 1.00 - - 1.00 - -
Anal /oral sex with other partners
without condom
Yes 473 (10/21.15) 219 (1.08 - 444) 00298 1.17 (057 - 2.38) 0.6671
No anal or oral sex with other 213 (348/1631.12) 1.00 - - 1.00 - -
partners (Ref.)
History of irregular menstrual cycles
Yes 22.3(78/349.37) 1.09 (080 - 148) 05733 1.11 (084 - 147) 04708
No 204 (293/1433.75) 1.00 - - 1.00 - -
Treatment group
Active gel 215 (178/828.88) 107 (084 -138) 05753 097 (0.77 - 1.21) 0.7645
Placebo 20.2 (193/954.23) 1.00 - - 1.00 - -
Gonorrhea
Present 26.3 (31/117.82) 132 (081-212) 02618 127 (0.81 - 2.00) 030271
Absent 20.3 (336/1650.72) 1.00 - - 1.00 - -
Chlamydia
Present 134 (18/134.65) 063 (034-1.15 01319 1.07 (062 - 1.85) 0.8035
Absent 214 (349/1633.88) 1.00 - - 1.00 - -
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Table 2 Association between baseline characteristics and incidence of bacterial vaginosis recurrence among 440
female sex workers followed-up in a microbicide trial: hazard ratios (unadjusted vs. adjusted for the study site)

(Continued)

Trichomoniasis

Present 16.4 (14/85.27)

Absent 21.2 (357/1686.95)
Candidiasis

Present 21.8 (85/389.47)

Absent 20.7 (286/1382.75)

0.76 (0.35-1.62) 04720 0.90 (0.50 - 1.62) 0.7339
1.00 - - 1.00 - -
1.05 (0.80 - 1.39) 0.7130 097 (0.72 - 1.31) 0.8678
1.00 - - 1.00 - -

*NR =number of recurrences; § HR=Hazard ratio; " CI=Confidence interval; + CCU=Consistent condom use (100% of sexual acts).

makes it difficult to compare the RBV frequency in the
present study to those previously reported.

The two studies which reported BV incidence as
multiple events were sub-studies of the same trial that
evaluated the effect of PPT on the incidence of vaginal
infections [12]. The first study, which was a secondary
analysis focusing on the placebo group only, found a BV
incidence rate of 361/100 person-years over the trial
period [24]. The second study evaluated the post-trial
effect of the PPT (first 120 days post-trial) and found
RBV incidence of 260/100 person-years (95% CI=199-
340) and 358/100 person-years (95% CI=286-448) for
the intervention and placebo groups, respectively [25].
The RBV incidence of 253/100 person-years in the
present study is somewhat lower than the three others,
though only significantly for the two results reported
from the placebo group (whether in- or post-trial). This
discrepancy may be due to the fact that, unlike in the
current study where all microscopically diagnosed BV
were treated, (regardless of the presence of symptoms),
only symptomatic BV were treated in the PPT and post-
PPT studies. These two studies may have thus reported
several times some persistently asymptomatic and thus
untreated BV. Consequently we may rather be comparing
incidence of “visits with BV diagnosis” to that of RBV.

In the multivariate analysis controlling for study site,
recent vaginal cleansing, as reported at study entry, was
a risk factor for RBV, whereas CCU with the primary
partner and vaginal candidiasis were negatively associ-
ated with it.

While several previous cross-sectional or prospective
studies found that intra-vaginal cleansing increased the
risk of single BV, very few dealt with recurrent BV
[24,26,27]. Schwebke et al. reported that vaginal douch-
ing increased the risk of RBV [26], and the first sub-
study on the PPT trial data found that the risk of RBV
increased with vaginal washing frequency (p-value for
trend=0.04) [24]. These findings are consistent with our
results, though we did not collect data on vaginal wash-
ing frequency. However, some studies found no as-
sociation between vaginal douching and BV [21,27]. In
fact, although vaginal washing is a common practice, the

frequency, techniques, products used and circumstances
vary from one individual to another, and from culture to
culture. This might explain the inconsistencies in studies
results.

Compared to women who reported inconsistent con-
dom use with their primary partners in the previous seven
days, those who reported CCU were significantly at lower
RBV risk, and interestingly their aHR was similar to that
of women with no primary partner or no sexual act with
the latter. These results support the idea that consistent
and proper use of condoms may be as effective as sexual
abstinence in protecting against BV recurrence. The non-
significance of the association between CCU with other
sexual partners (clients) and RBV may be due to a lack of
statistical power resulting from the high percentage of
condom use (97.6%) reported for this subgroup of sexual
partners. Several studies have shown that CCU can re-
duce BV recurrence [24,26,28,29]. However, Yotebieng
et al. found that condom use was protective against BV
occurrence but not BV recurrence [30]. Unlike with a sin-
gle BV episode, we did not find any association between
STI or reproductive tract infections (except candidiasis)
and RBV, and neither did Klatt et al. and Myer et al.
[27,31]. However, in some studies, trichomoniasis was as-
sociated with RBV [24,32].

Vaginal candidiasis (VC) during follow-up (but not at
baseline) was inversely associated with RBV, consistent
with the results of McClelland et al. [24]. The common
explanation is that the two conditions are incompatible as
they are inversely related to vaginal pH. Another study
found that VC often preceded a BV episode though they
rarely coexisted [33]. The reason of such a chronology re-
mains unknown.

Finally, the study site exhibited a consistently strong as-
sociation with BV recurrence, independently of all other
factors, suggesting that RBV may be determined by a
more complex network of site-specific unmeasured and
probably interrelated factors. A striking finding in the
current study is the overwhelming effect of the study site
on the associations between investigated risk factors and
RBV. With the exception of recent vaginal cleansing as
self-reported at baseline, CCU with the primary partner
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Table 3 Association between time-varying factors and incidence of bacterial vaginosis recurrence among 440 female
sex workers followed-up in a microbicide trial: hazard ratios (unadjusted vs. adjusted for the study site)

Time-varying Factors

Incidence rate of BV recurrence
(per 100 person-months) by exposure
level (NR*/person-months)

HRS§ and 95% CI" p-value

HR§ (adjusted for study  p-value
site) with 95% C1"

Number of sexual partners/past
7 days (continuous)

CCU# with primary partner in the
past 7 days:

yes
No (ref.)

No primary partner or no
sexual act with him

CCU# with other partners in the past
7 days:

yes
No (ref.)

No sexual act with other
partners

Oral sex with primary partner/past
30 days

yes
No
No primary partner

Oral sex without condom with
primary partner/past 30 days

yes
No
No primary partner

Oral sex with other partners/past
30 days

yes
No

Oral sex without condom with other
partner/past 30 days

yes
No

Gonorrhea in the at-risk-period
Present
Absent

Chlamydia in the at-risk-period
Present
Absent

Trichomoniasis in the at-risk-period
Present
Absent

Candidiasis in the at-risk-period
Present

Absent

18.8 (73/387.27)
323 (113/349.28)
17.6 (183/1039.67)

18.8 (319/1457.60)
24.9 (6/24.07)
16.0 (44/274.95)

45.2 (11/24.35)
21.7 (324/1495.87)
13.8 (36/261.38)

46.8 (9/19.22)
21.7 (326/1501.00)
13.8 (36/261.38)

35.6 (17/47.72)
20.6 (353/1711.97)

45.1 (4/8.87)
20.9 (366/1750.82)

245 (17/6942)
20.7 (354/1713.70)

16.1 (12/74.40)
21.0 (359/1708.72)

15.7 (8/50.85)
20.9 (363/1732.27)

15.6 (86/552.65)
23.2 (285/123047)

0.99 (0.98-0.99)

0.58 (0.42-0.80)
1.00 -
0.54 (0.42-0.71)

0.84 (041-1.72)
1.00 -
0.62 (0.29-1.36)

2.07 (1.24-347)
1.00 -
0.62 (042-0.93)

224 (1.36-3.70)
1.00 -
0.62 (042-0.92)

1.70 (1.16-2.50)
1.00 -

2.23 (0.90-5.52)
1.00 -

1.18 (0.75-1.86)
1.00 -

0.77 (043-1.37)
1.00 -

0.73 (0.33-1.61)
1.00 -

0.68 (0.53-0.87)
1.00 -

0.0142

0.0010

<0.0001

06353

0.2380

0.0054

0.0195

0.0015

0.0190

0.0062

0.0824

04813

0.3688

04393

0.0025

0.99 (0.99-1.00) 04145
0.67 (0:49- 0.93) 0.0153
1.00 - -
0.69 (0.53- 0.88) 0.0032
1.33 (0.58-2.20) 0.7269
1.00 - -
0.96 (047-1.97) 0.9077
1.10 (0.64 - 1.90) 0.7298
1.00 - -
0.92 (0.65-1.28) 0.6094
1.20 (0.71-2.03) 04934
1.00 - -
0.92 (0.66-1.28) 06183
0.86 (0.56-1.32) 04930
1.00 - -
1.19 (0.46-3.04) 0.7193
1.00 - -
145 (0.87-2.416) 0.1482
1.00 - -
1.12 (0.67-1.87) 06720
1.00 - -
0.80 (0.37-1.71) 0.5589
1.00 - -
0.69 (0.53-091) 0.0095
1.00 - -

*NR =number of recurrences; § HR=Hazard ratio; ' Cl=Confidence interval; + CCU=Consistent condom use (100% of sexual acts).
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Table 4 Baseline and time-varying factors predicting bacterial vaginosis recurrence among 440 female sex workers
followed-up in a microbicide trial: adjusted hazard ratios (Multivariate model)

HRS§ and 95% CI"

Factors p-value
Study sites:
Chennai/Bagalkot District 4.83 (349 - 6.68) <0.0001
Cotonou 3.16 (230 - 433) <0.0001
Kampala (Ref)) 1.00 - -
CCU# with primary partner in the past 7 days:
No 1.00 - -
Yes 0.68 (049 - 0.93) 0.0169
No primary partner or no sexual act with him 0.72 (0.56 - 0.92) 0.0085
Recent intra-vaginal cleansing (as reported at baseline) 1.30 (1.02 - 1.64) 0.0322
Candidiasis in the at-risk-period 0.70 (0.53 - 0.93) 0.0130

§ HR=Hazard ratio; ¥ CI=Confidence interval; + CCU=Consistent condom use (100% of sexual acts).

and vaginal candidiasis (as time-dependent variables), all
the associations which were initially significant lost their
significance when controlled for study site. This suggests
strong confounding by site due to a highly variable distri-
bution of socio-demographic and medical variables across
sites. Nevertheless, the univariate association between
anal or oral sex (receiving penis in the mouth) and RBV
deserves some attention.

The role of oral or anal sex in BV occurrence is sup-
ported by several studies [32,34-37]. In a recent pro-
spective study [35], women with incident BV were more
likely to have previous colonization of anus or oral cavity
with BV-associated bacteria. In another study [34], the
risk of periodontal disease was increased among women
with BV (adjusted risk ratio =1.23; 95% CI: 1.08-1.40). In
the same study, the risk for periodontal disease was 1.28
times (95% CI: 0.97-1.69) greater for receptive oral sex
(ROS) with an uncircumcised partner, compared with
ROS with a circumcised partner [34]. In another study,
having vaginal sex after receptive anal intercourse was
linked with acquisition of BV [37].

The primary limitation of the current study resides in
assuming for some BV episodes (in the absence of test
of cure) that BV treatment, as administered per local
guidelines, became effective seven days from the onset
of the treatment. Some persistent BV may have thus
been taken as RBV and this would have resulted in an
overestimation of the RBV incidence. However the set-
ting of the cure timeline of 7 days was based on the cure
(Nugent score <7) rate of 80% to 90% generally reported
in the literature for the same duration regarding the
treatment regimens selected for our analysis [38]. Be-
cause of the relatively long periodicity of BV testing
(3 months) we may have missed some BV episodes. We
were not able to assess the effect of vaginal cleansing as
reported during follow-up, because the proportion of
women reporting the practice drastically declined over

follow-up. This decrease resulted from the consistent
counselling provided to women against vaginal cleansing
at monthly visits as part of the instructions for the use of
the study product. However, since data on vaginal cleans-
ing were self-reported, those collected during follow-up,
subsequently to several counselling sessions might be
more subject to the effect of social desirability than those
collected at study entry. Therefore, the former may be less
appropriate than the latter in assessing the effect of vagi-
nal cleansing on RBV. Also, some established BV risk
factors, such as HSV-2 infection, smoking and alcohol
consumption could not be included in the analysis be-
cause no data were collected about them in the trial
Finally, the current analysis did not cover biological pre-
dictors of RBV such as the presence and/or concentration
of some specific BV related micro-organisms.

Nonetheless, this study presents several strengths. The
primary one is the use of Andersen-Gill proportional
risk modeling which allows for repeated events. To our
best knowledge, the present study is the third analysis
(after the first two by McClelland et al.) and the largest
one that has used this approach to investigate predictors
of RBV. Also, the consideration of BV clinical features to
work out the at-risk period, instead of using the whole
follow-up period, prevents underestimation of the RBV
incidence. Like with other infectious diseases, the subject
is not at risk for another BV episode until the previous
resolves and this should be considered when calculating
the person-time at risk (which was not done in previous
studies). Other strengths include the large sample size,
the use of the current gold standard for BV diagnosis
(Nugent score) and the high level of the quality assur-
ance system conferred by the clinical trial setting.

Conclusions
In summary, from this longitudinal analysis of data from
a randomized clinical trial, we report a relatively high
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rate of RBV, though lower than in some previous studies
[24,25], among FSWs HIV seronegative at baseline. Some
common risk factors for a single BV episode were associ-
ated with RBV while others were not. Predictors of RBV
were primarily behavioural, particularly unprotected sex
with primary sex partner and recent intravaginal cleans-
ing. It is thus important to counsel high-risk women with
RBV about the adverse effects of vaginal cleansing and
the protective effects of condom use with all types of
partners.

The study site exhibited a consistently strong associ-
ation with RBV suggesting that research on risk factors
of this condition may need to be as well approached as a
socio-cultural environmental issue. Finally more pro-
spective studies, specifically designed to identify risk fac-
tors of RBV are still warranted.

Additional files

Additional file 1: Screening form, questionnaire administered at
the screening visit.
Additional file 2: Follow-up form, questionnaire administered at
the follow-up visits.

Competing interest
None of the authors has any conflict of interest to declare.

Authors’ contributions

All' authors were involved in the parent multicenter microbicide clinical trial
that generated the data. For the present manuscript, Fernand A. Guédou
(FAG) and Michel Alary (MA) conducted the statistical analyses and
interpreted results. FAG wrote the first draft of the manuscript and MA
revised it before further revision by other co-authors. In addition, Jennifer
Deese (JD) and Marissa Becker (MB) edited the text. All authors revised and
approved the present version of the manuscript.

Acknowledgements

The authors thank the research teams from all 4 study sites for their hard
work in collecting and capturing data, the monitoring staff for their
assistance in assuring data quality, Doug Taylor from FHI360 for statistical
advice and Dr. Thurman A R from CONRAD for reviewing early drafts of this
article. The authors are particularly indebted to participants without whom
this study would not have been possible.

Funding

The Cellulose sulphate clinical trial was sponsored by CONRAD (VA, USA) and
co-funded by the United States Agency for International Development
(USAID) [HRN-A-00-98-00020-00] and the Bill & Melinda Gates Foundation

[# 655000].

Author details

"URESP, Centre de recherche FQRS du CHU de Québec, Département de
Médecine Sociale et Préventive, Université Laval, Québec, Canada. “FHI360,
Durham, NC, USA. *Department of Microbiology, Institute of Tropical
Medicine, Antwerp, Belgium. “4Centre for Global Public Health, University of
Manitoba, Winnipeg, Canada. “Makerere University College of Health
Sciences, Kampala, Uganda. °YR. Gaitonde Center for AIDS Research and
Education, Chennai, India.

Received: 4 January 2013 Accepted: 4 May 2013
Published: 8 May 2013

Page 10 of 11

References

1. Koumans EH, Sternberg M, Bruce C, McQuillan G, Kendrick J, Sutton M,
Markowitz LE: The prevalence of bacterial vaginosis in the United States,
2001-2004; associations with symptoms, sexual behaviors, and
reproductive health. Sex Transm Dis 2007, 34:864-9.

2. Sewankambo N, Gray RH, Wawer MJ, Paxton L, McNaim D, Wabwire-Mangen
F, Serwadda D, Li C, Kiwanuka N, Hillier SL, Rabe L, Gaydos CA, Quinn TC,
Konde-Lule J: HIV-1 infection associated with abnormal vaginal flora
morphology and bacterial vaginosis. Lancet 1997, 350:546-50.

3. Johnson LF, Coetzee DJ, Dorrington RE: Sentinel surveillance of sexually
transmitted infections in South Africa: a review. Sex Transm Infect 2005,
81:287-93.

4. Eckert LO, Moore DE, Patton DL, Agnew KJ, Eschenbach DA: Relationship of
vaginal bacteria and inflammation with conception and early pregnancy
loss following in-vitro fertilization. Infect Dis Obstet Gynecol 2003, 11:11-7.

5. Joesoef MR, Wiknjosastro G, Norojono W, Sumampouw H, Linnan M, Hansell
MJ, Hillis SE, Lewis J: Coinfection with chlamydia and gonorrhoea among
pregnant women and bacterial vaginosis. Int J STD AIDS 1996, 7:61-4.

6.  Gallo MF, Macaluso M, Warner L, Fleenor ME, Hook EW 3rd, Brill |, Weaver
MA: Bacterial vaginosis, gonorrhea, and chlamydial infection among
women attending a sexually transmitted disease clinic: a longitudinal
analysis of possible causal links. Ann Epidemiol 2012, 22:213-20.

7. Cohen CR, Lingappa JR, Baeten JM, Ngayo MO, Spiegel CA, Hong T, Donnell
D, Celum C, Kapiga S, Delany S, Bukusi EA: Bacterial vaginosis associated
with increased risk of female-to-male HIV-1 transmission: a prospective
cohort analysis among african couples. PLoS Med 2012, 9:e1001251.

8. McGregor JA, French JI, Parker R, Draper D, Patterson E, Jones W, Thorsgard
K, McFee J: Prevention of premature birth by screening and treatment
for common genital tract infections: results of a prospective controlled
evaluation. Am J Obstet Gynecol 1995, 173:157-67.

9. van de Wijgert JH, Morrison CS, Brown J, Kwok C, Van Der Pol B, Chipato T,
Byamugisha JK, Padian N, Salata RA: Disentangling contributions of
reproductive tract infections to HIV acquisition in African Women.

Sex Transm Dis 2009, 36:357-64.

10. Myer L, Denny L, Telerant R, Souza M, Wright TC Jr, Kuhn L: Bacterial
vaginosis and susceptibility to HIV infection in South African women:
a nested case-control study. J Infect Dis 2005, 192:1372-80.

11, Kibera HIV Study Group, Kaul R, Kimani J, Nagelkerke NJ, Fonck K, Ngugi EN,
Keli F, MacDonald KS, Maclean IW, Bwayo JJ, Temmerman M, Ronald AR,
Moses S: Monthly antibiotic chemoprophylaxis and incidence of sexually
transmitted infections and HIV-1 infection in Kenyan sex workers:

a randomized controlled trial. JAMA 2004, 291:2555-62.

12. McClelland RS, Richardson BA, Hassan WM, Chohan V, Lavreys L, Mandaliya
K, Kiarie J, Jaoko W, Ndinya-Achola JO, Baeten JM, Kurth AE, Holmes KK:
Improvement of vaginal health for Kenyan women at risk for acquisition
of human immunodeficiency virus type 1: results of a randomized trial.
J Infect Dis 2008, 197:1361-8.

13. Schwebke JR, Desmond R: A randomized trial of metronidazole in
asymptomatic bacterial vaginosis to prevent the acquisition of sexually
transmitted diseases. Am J Obstet Gynecol 2007, 196(517):.e1-6.

14.  Sobel JD, Ferris D, Schwebke J, Nyirjesy P, Wiesenfeld HC, Peipert J, Soper D,
Ohmit SE, Hillier SL: Suppressive antibacterial therapy with 0.75%
metronidazole vaginal gel to prevent recurrent bacterial vaginosis. Am J
Obstet Gynecol 2006, 194:1283-9.

15.  Meltzer MC, Desmond RA, Schwebke JR: Association of Mobiluncus curtisii
with recurrence of bacterial vaginosis. Sex Transm Dis 2008, 35:611-3.

16. CS Study Group, Van Damme L, Govinden R, Mirembe FM, Guedou F,
Solomon S, Becker ML, Pradeep BS, Krishnan AK, Alary M, Pande B, Ramjee
G, Deese J, Crucitti T, Taylor D: Lack of effectiveness of cellulose sulfate
gel for the prevention of vaginal HIV transmission. N Engl J Med 2008,
359:463-72.

17. Nugent RP, Krohn MA, Hillier SL: Reliability of diagnosing bacterial
vaginosis is improved by a standardized method of gram stain
interpretation. J Clin Microbiol 1991, 29:297-301.

18.  British Association for Sexual Health and HIV CEG: National guideline for the
management of bacterial vaginosis. ; 2006. Available from: http://www.bashh.
org/documents/62/62.pdf. Accessed 17 December 2012.

19. Andersen PK, Gill RD: Cox's regression model for counting processes:a
large sample study. Ann Stat 1982, 10:1100-20.

20. Bradshaw CS, Pirotta M, De Guingand D, Hocking JS, Morton AN, Garland
SM, Fehler G, Morrow A, Walker S, Vodstrcil LA, Fairley CK: Efficacy of oral


http://www.biomedcentral.com/content/supplementary/1471-2334-13-208-S1.pdf
http://www.biomedcentral.com/content/supplementary/1471-2334-13-208-S2.pdf
http://www.bashh.org/documents/62/62.pdf
http://www.bashh.org/documents/62/62.pdf

Guédou et al. BMC Infectious Diseases 2013, 13:208
http://www.biomedcentral.com/1471-2334/13/208

metronidazole with vaginal clindamycin or vaginal probiotic for bacterial
vaginosis: randomised placebo-controlled double-blind trial. PLoS One
2012, 7:234540.

21.  Bradshaw CS, Morton AN, Hocking J, Garland SM, Morris MB, Moss LM,
Horvath LB, Kuzevska I, Fairley CK: High recurrence rates of bacterial
vaginosis over the course of 12 months after oral metronidazole therapy
and factors associated with recurrence. J Infect Dis 2006, 193:1478-86.

22. Chen JY, Tian H, Beigi RH: Treatment considerations for bacterial
vaginosis and the risk of recurrence. J Womens Health (Larchmt) 2009,
18:1997-2004.

23. Larsson PG, Brandsborg E, Forsum U, Pendharkar S, Andersen KK, Nasic S,
Hammarstrom L, Marcotte H: Extended antimicrobial treatment of
bacterial vaginosis combined with human lactobacilli to find the best
treatment and minimize the risk of relapses. BVC Infect Dis 2011, 11:223.

24. McClelland RS, Richardson BA, Graham SM, Masese LN, Gitau R, Lavreys L,
Mandaliya K, Jaoko W, Baeten JM, Ndinya-Achola JO: A prospective study
of risk factors for bacterial vaginosis in HIV-1-seronegative African
women. Sex Transm Dis 2008, 35:617-23.

25. Balkus JE, Jaoko W, Mandaliya K, Richardson BA, Masese L, Gitau R, Kiarie J,
Marrazzo J, Farquhar C, McClelland RS: The posttrial effect of oral periodic
presumptive treatment for vaginal infections on the incidence of
bacterial vaginosis and Lactobacillus colonization. Sex Transm Dis 2012,
39:361-5.

26.  Schwebke JR, Desmond RA: A randomized trial of the duration of therapy
with metronidazole plus or minus azithromycin for treatment of
symptomatic bacterial vaginosis. Clin Infect Dis 2007, 44:213-9.

27. Klatt TE, Cole DC, Eastwood DC, Barnabei VM: Factors associated with
recurrent bacterial vaginosis. J Reprod Med 2010, 55:55-61.

28. Smart S, Singal A, Mindel A: Social and sexual risk factors for bacterial
vaginosis. Sex Transm Infect 2004, 80:58-62.

29. Thulkar J, Kriplani A, Agarwal N, Vishnubhatla S: Aetiology & risk factors of
recurrent vaginitis & its association with various contraceptive methods.
Indian J Med Res 2010, 131:83-7.

30. Yotebieng M, Turner AN, Hoke TH, Van Damme K, Rasolofomanana JR,
Behets F: Effect of consistent condom use on 6-month prevalence of
bacterial vaginosis varies by baseline BV status. Trop Med Int Health 2009,
14:480-6.

31, Myer L, Kuhn L, Denny L, Wright TC Jr: Recurrence of symptomatic bacterial
vaginosis 12 months after oral metronidazole therapy in HIV-positive
and -negative women. J Infect Dis 2006, 194:1797-9.

32. Brotman RM, Erbelding EJ, Jamshidi RM, Klebanoff MA, Zenilman JM,
Ghanem KG: Findings associated with recurrence of bacterial vaginosis
among adolescents attending sexually transmitted diseases clinics.

J Pediatr Adolesc Gynecol 2007, 20:225-31.

33, Hay PE, Ugwumadu A, Chowns J: Sex, thrush and bacterial vaginosis.
Int J STD AIDS 1997, 8:603-8.

34, Zabor EC, Klebanoff M, Yu K, Zhang J, Nansel T, Andrews W, Schwebke J,
Jeffcoat M: Association between periodontal disease, bacterial vaginosis,
and sexual risk behaviours. J Clin Periodontol 2010, 37:888-93.

35. Marrazzo JM, Fiedler TL, Srinivasan S, Thomas KK, Liu C, Ko D, Xie H,
Saracino M, Fredricks DN: Extravaginal reservoirs of vaginal bacteria as
risk factors for incident bacterial vaginosis. J Infect Dis 2012, 205:1580-8.

36.  Schwebke JR, Richey CM, Weiss HL: Correlation of behaviors with
microbiological changes in vaginal flora. J Infect Dis 1999, 180:1632-6.

37. Cherpes TL, Hillier SL, Meyn LA, Busch JL, Krohn MA: A delicate balance:
risk factors for acquisition of bacterial vaginosis include sexual activity,
absence of hydrogen peroxide-producing lactobacilli, black race, and
positive herpes simplex virus type 2 serology. Sex Transm Dis 2008,
35:78-83.

38. Larsson PG: Treatment of bacterial vaginosis. Int J STD AIDS 1992, 3:239-47.

doi:10.1186/1471-2334-13-208

Cite this article as: Guédou et al.: Behavioural and medical predictors of
bacterial vaginosis recurrence among female sex workers: longitudinal
analysis from a randomized controlled trial. BMC Infectious Diseases 2013
13:208.

Page 11 of 11

Submit your next manuscript to BioMed Central
and take full advantage of:

¢ Convenient online submission

¢ Thorough peer review

* No space constraints or color figure charges

¢ Immediate publication on acceptance

¢ Inclusion in PubMed, CAS, Scopus and Google Scholar

* Research which is freely available for redistribution

Submit your manuscript at
www.biomedcentral.com/submit

( BiolVied Central




	Abstract
	Background
	Methods
	Results
	Conclusion
	Trials registration

	Background
	Methods
	The clinical trial
	Settings and participants selection
	Laboratory procedures

	Definitions of some concepts and study outcome for the present study
	BV treatment
	Positive BV result
	Incident BV
	BV episode
	Recurrent BV (study outcome)
	At-risk period

	Participant selection for the present analysis
	Statistical methods

	Results
	Baseline socio-demographic, behavioural and biological characteristics of the participants
	Incidence of RBV
	Factors associated with RBV in univariate analysis
	Baseline factors associated with RBV in univariate analysis
	Time-dependent factors associated with RBV in univariate analysis

	Factors associated with RBV in the multivariate analysis

	Discussion
	Conclusions
	Additional files
	Competing interest
	Authors’ contributions
	Funding
	Author details
	References


<<
  /ASCII85EncodePages false
  /AllowTransparency false
  /AutoPositionEPSFiles true
  /AutoRotatePages /PageByPage
  /Binding /Left
  /CalGrayProfile (Dot Gain 20%)
  /CalRGBProfile (sRGB IEC61966-2.1)
  /CalCMYKProfile (U.S. Web Coated \050SWOP\051 v2)
  /sRGBProfile (sRGB IEC61966-2.1)
  /CannotEmbedFontPolicy /Error
  /CompatibilityLevel 1.4
  /CompressObjects /Tags
  /CompressPages true
  /ConvertImagesToIndexed true
  /PassThroughJPEGImages true
  /CreateJobTicket false
  /DefaultRenderingIntent /Default
  /DetectBlends true
  /DetectCurves 0.1000
  /ColorConversionStrategy /LeaveColorUnchanged
  /DoThumbnails true
  /EmbedAllFonts true
  /EmbedOpenType false
  /ParseICCProfilesInComments true
  /EmbedJobOptions true
  /DSCReportingLevel 0
  /EmitDSCWarnings false
  /EndPage -1
  /ImageMemory 1048576
  /LockDistillerParams true
  /MaxSubsetPct 100
  /Optimize true
  /OPM 1
  /ParseDSCComments true
  /ParseDSCCommentsForDocInfo true
  /PreserveCopyPage true
  /PreserveDICMYKValues true
  /PreserveEPSInfo true
  /PreserveFlatness true
  /PreserveHalftoneInfo false
  /PreserveOPIComments false
  /PreserveOverprintSettings true
  /StartPage 1
  /SubsetFonts true
  /TransferFunctionInfo /Apply
  /UCRandBGInfo /Preserve
  /UsePrologue false
  /ColorSettingsFile ()
  /AlwaysEmbed [ true
  ]
  /NeverEmbed [ true
  ]
  /AntiAliasColorImages false
  /CropColorImages true
  /ColorImageMinResolution 300
  /ColorImageMinResolutionPolicy /OK
  /DownsampleColorImages true
  /ColorImageDownsampleType /Bicubic
  /ColorImageResolution 300
  /ColorImageDepth -1
  /ColorImageMinDownsampleDepth 1
  /ColorImageDownsampleThreshold 1.50000
  /EncodeColorImages true
  /ColorImageFilter /DCTEncode
  /AutoFilterColorImages true
  /ColorImageAutoFilterStrategy /JPEG
  /ColorACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /ColorImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000ColorACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000ColorImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasGrayImages false
  /CropGrayImages true
  /GrayImageMinResolution 300
  /GrayImageMinResolutionPolicy /OK
  /DownsampleGrayImages true
  /GrayImageDownsampleType /Bicubic
  /GrayImageResolution 300
  /GrayImageDepth -1
  /GrayImageMinDownsampleDepth 2
  /GrayImageDownsampleThreshold 1.50000
  /EncodeGrayImages true
  /GrayImageFilter /DCTEncode
  /AutoFilterGrayImages true
  /GrayImageAutoFilterStrategy /JPEG
  /GrayACSImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /GrayImageDict <<
    /QFactor 0.15
    /HSamples [1 1 1 1] /VSamples [1 1 1 1]
  >>
  /JPEG2000GrayACSImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /JPEG2000GrayImageDict <<
    /TileWidth 256
    /TileHeight 256
    /Quality 30
  >>
  /AntiAliasMonoImages false
  /CropMonoImages true
  /MonoImageMinResolution 1200
  /MonoImageMinResolutionPolicy /OK
  /DownsampleMonoImages true
  /MonoImageDownsampleType /Bicubic
  /MonoImageResolution 1200
  /MonoImageDepth -1
  /MonoImageDownsampleThreshold 1.50000
  /EncodeMonoImages true
  /MonoImageFilter /CCITTFaxEncode
  /MonoImageDict <<
    /K -1
  >>
  /AllowPSXObjects false
  /CheckCompliance [
    /None
  ]
  /PDFX1aCheck false
  /PDFX3Check false
  /PDFXCompliantPDFOnly false
  /PDFXNoTrimBoxError true
  /PDFXTrimBoxToMediaBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXSetBleedBoxToMediaBox true
  /PDFXBleedBoxToTrimBoxOffset [
    0.00000
    0.00000
    0.00000
    0.00000
  ]
  /PDFXOutputIntentProfile (None)
  /PDFXOutputConditionIdentifier ()
  /PDFXOutputCondition ()
  /PDFXRegistryName ()
  /PDFXTrapped /False

  /CreateJDFFile false
  /Description <<

    /BGR <>
    /CHS <FEFF4f7f75288fd94e9b8bbe5b9a521b5efa7684002000500044004600206587686353ef901a8fc7684c976262535370673a548c002000700072006f006f00660065007200208fdb884c9ad88d2891cf62535370300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c676562535f00521b5efa768400200050004400460020658768633002>
    /CHT <FEFF4f7f752890194e9b8a2d7f6e5efa7acb7684002000410064006f006200650020005000440046002065874ef653ef5728684c9762537088686a5f548c002000700072006f006f00660065007200204e0a73725f979ad854c18cea7684521753706548679c300260a853ef4ee54f7f75280020004100630072006f0062006100740020548c002000410064006f00620065002000520065006100640065007200200035002e003000204ee553ca66f49ad87248672c4f86958b555f5df25efa7acb76840020005000440046002065874ef63002>
    /CZE <>
    /DAN <>
    /DEU <>
    /ESP <>
    /ETI <>
    /FRA <>
    /GRE <>

    /HRV <>
    /HUN <>
    /ITA <>
    /JPN <>
    /KOR <FEFFc7740020c124c815c7440020c0acc6a9d558c5ec0020b370c2a4d06cd0d10020d504b9b0d1300020bc0f0020ad50c815ae30c5d0c11c0020ace0d488c9c8b85c0020c778c1c4d560002000410064006f0062006500200050004400460020bb38c11cb97c0020c791c131d569b2c8b2e4002e0020c774b807ac8c0020c791c131b41c00200050004400460020bb38c11cb2940020004100630072006f0062006100740020bc0f002000410064006f00620065002000520065006100640065007200200035002e00300020c774c0c1c5d0c11c0020c5f40020c2180020c788c2b5b2c8b2e4002e>
    /LTH <>
    /LVI <>
    /NLD (Gebruik deze instellingen om Adobe PDF-documenten te maken voor kwaliteitsafdrukken op desktopprinters en proofers. De gemaakte PDF-documenten kunnen worden geopend met Acrobat en Adobe Reader 5.0 en hoger.)
    /NOR <>
    /POL <>
    /PTB <>
    /RUM <>
    /RUS <>
    /SKY <>
    /SLV <>
    /SUO <>
    /SVE <>
    /TUR <>
    /UKR <>
    /ENU (Use these settings to create Adobe PDF documents for quality printing on desktop printers and proofers.  Created PDF documents can be opened with Acrobat and Adobe Reader 5.0 and later.)
  >>
  /Namespace [
    (Adobe)
    (Common)
    (1.0)
  ]
  /OtherNamespaces [
    <<
      /AsReaderSpreads false
      /CropImagesToFrames true
      /ErrorControl /WarnAndContinue
      /FlattenerIgnoreSpreadOverrides false
      /IncludeGuidesGrids false
      /IncludeNonPrinting false
      /IncludeSlug false
      /Namespace [
        (Adobe)
        (InDesign)
        (4.0)
      ]
      /OmitPlacedBitmaps false
      /OmitPlacedEPS false
      /OmitPlacedPDF false
      /SimulateOverprint /Legacy
    >>
    <<
      /AddBleedMarks false
      /AddColorBars false
      /AddCropMarks false
      /AddPageInfo false
      /AddRegMarks false
      /ConvertColors /NoConversion
      /DestinationProfileName ()
      /DestinationProfileSelector /NA
      /Downsample16BitImages true
      /FlattenerPreset <<
        /PresetSelector /MediumResolution
      >>
      /FormElements false
      /GenerateStructure true
      /IncludeBookmarks false
      /IncludeHyperlinks false
      /IncludeInteractive false
      /IncludeLayers false
      /IncludeProfiles true
      /MultimediaHandling /UseObjectSettings
      /Namespace [
        (Adobe)
        (CreativeSuite)
        (2.0)
      ]
      /PDFXOutputIntentProfileSelector /NA
      /PreserveEditing true
      /UntaggedCMYKHandling /LeaveUntagged
      /UntaggedRGBHandling /LeaveUntagged
      /UseDocumentBleed false
    >>
  ]
>> setdistillerparams
<<
  /HWResolution [2400 2400]
  /PageSize [595.440 793.440]
>> setpagedevice


