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Abstract

Background: Patients with prevalent or incident tuberculosis (TB) in antiretroviral treatment (ART) programmes in sub-
Saharan Africa have high mortality risk. However, published data are contradictory as to whether TB is a risk factor for
mortality that is independent of CD4 cell counts and other patient characteristics.

Methods/Findings: This observational ART cohort study was based in Cape Town, South Africa. Deaths from all causes were
ascertained among patients receiving ART for up to 8 years. TB diagnoses and 4-monthly CD4 cell counts were recorded.
Mortality rates were calculated and Poisson regression models were used to calculate incidence rate ratios (IRR) and identify
risk factors for mortality. Of 1544 patients starting ART, 464 patients had prevalent TB at baseline and 424 developed
incident TB during a median of 5.0 years follow-up. Most TB diagnoses (73.6%) were culture-confirmed. A total of 208
(13.5%) patients died during ART and mortality rates were 8.84 deaths/100 person-years during the first year of ART and
decreased to 1.14 deaths/100 person-years after 5 years. In multivariate analyses adjusted for baseline and time-updated risk
factors, both prevalent and incident TB were independent risk factors for mortality (IRR 1.7 [95% Cl, 1.2-2.3] and 2.7 [95% Cl,
1.9-3.8], respectively). Adjusted mortality risks were higher in the first 6 months of ART for those with prevalent TB at
baseline (IRR 2.33; 95% Cl, 1.5-3.5) and within the 6 months following diagnoses of incident TB (IRR 3.8; 95% Cl, 2.6-5.7).

Conclusions: Prevalent TB at baseline and incident TB during ART were strongly associated with increased mortality risk.
This effect was time-dependent, suggesting that TB and mortality are likely to be causally related and that TB is not simply
an epiphenomenon among highly immunocompromised patients. Strategies to rapidly diagnose, treat and prevent TB prior
to and during ART urgently need to be implemented.
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Introduction

HIV-associated tuberculosis (TB) remains a substantial
challenge to international public health, accounting for an
estimated 1.1 million new TB cases and 0.35 million deaths
worldwide in 2010 [1]. A staggering 82% of these cases and
71% of deaths were in sub-Saharan Africa [1]. This burden of
disease represents a particular challenge to antiretroviral
treatment (ART) programmes in the region as it is concentrated
in patients accessing these services [2,3]. Approximately 5-40%
of patients enrolling in ART services have a current TB
diagnosis at the time of starting ART [2-8]. In addition, there
is a high incidence of disease during the initial months of ART,
much of which represents prevalent disease present at baseline
that was not detected during screening. Long term rates are
lowered substantially during ART, but nevertheless remain
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several fold higher than rates in HIV-uninfected people living in
the same communities [9].

Post-mortem studies from sub-Saharan Africa both before and
during the ART era have shown diagnosed and undiagnosed TB
to be extremely common among hospital in-patients dying with
HIV/AIDS, with disseminated disease being observed in 30%-—
50% of cadavers [10-13]. However, it is not entirely clear whether
TB is causally related to death, a marker of HIV-associated
immunodeficiency that is not reflected by CD4 cell counts or is
simply an epiphenomenon among highly immunocompromised
patients [14]. TB has been reported as a leading cause of death in
ART programmes and yet attributing causes of death is difficult,
especially since multiple pathologies are so common. While many
studies agree that TB patients in ART programmes have high
mortality risk in unadjusted analyses, contradictory findings are
reported regarding whether TB is a risk factor for mortality that is
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independent of the baseline CD4 cell count and other patient
characteristics [5-8,15-18]. A meta-analysis of studies found no
such association but concluded that data were insufficient to draw
definite conclusions [19].

Many factors may explain the differences between study
findings. Widely used, non-culture-based TB diagnostics perform
poorly in this patient population, leading to considerable under-
diagnosis and some over-diagnosis. Thus, misclassification within
diseased and comparator groups may be important [20]. Most
patients with prevalent TB do not start ART until some weeks
after commencing TB treatment such that there is substantial
survival bias among those who subsequently start ART. Moreover,
most studies have simply assessed mortality with respect to baseline
patient characteristics and have not accounted for the rapid
changes in mortality risk that occur in association with time-
updated variables such as CD4 cell counts and plasma viral load
[21,22].

Identification of successful interventions to address the high
overall mortality in ART services in sub-Saharan Africa must be
based on careful identification of the underlying risk factors and
causes [23]. In this study, we therefore sought to assess the
association of prevalent and incident TB with mortality risk after
controlling for other risk factors, including age, duration of ART
and time-updated immunovirological responses to ART. In this
cohort in Cape Town, South Africa, culture-based diagnosis of TB
is routinely available and so a majority of disease is microbiolog-
ically proven. The duration of follow-up was prolonged and time-
updated CD4 cell counts and frequent viral load measurements
were made during follow-up.

Methods
Study Setting

This study was part of ongoing research at the ART service in
Gugulethu township, Cape Town, which has previously been
described [2,9,24]. Patients enrolled consecutively into the ART
programme from September 2002 until May 2006 were eligible
for the study. Patients were excluded if they did not initiate AR,
were non-naive to ART at enrolment due to transfer in from
another service and if aged less than 16 years. All other patients
were included in the analysis and data was censored on 1* January
2011, covering a period of over 8 years.

Programmatic criteria for starting ART followed national
guidelines, based on the 2002 WHO recommendations, providing
free ART for those with a CD4 cell count <200 cells/pL or World
Health Organization stage 4 disease [25]. Patients were referred
from other clinics to start ART and were routinely reviewed at
pre-treatment screening visits, treatment initiation, after 4, 8 and
16 weeks of ART, and at least every 4 months thereafter. Patients
had open access to the clinic at all other times. Blood CD#4 cell
counts and plasma viral load levels were done routinely at baseline
and every 4 months. All patients were allocated to community-
based therapeutic counsellors for ongoing support, also providing
an efficient system for determining outcomes and tracing those
who did not attend follow-up appointments. Patients predomi-
nantly received efavirenz-based ART but did not receive isoniazid
preventive therapy (IPT) as was the practice at that time. All
patients received prophylaxis with trimethoprim-sulphamethoxa-
zole before and during ART.

Tuberculosis Screening, Diagnosis and Definitions

TB screening was conducted at baseline using a symptom-
screening questionnaire to identify patients who required further
investigation. Investigations available to diagnose TB at baseline
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or during ART included sputum induction, sputum smear
fluorescence microscopy, automated liquid culture of sputum
using mycobacterial growth indicator tubes (MGIT 960, Becton
Dickinson, Sparks, Maryland, USA), chest radiology, ultrasonog-
raphy and fine needle lymph node aspiration and cytology. All
microbiological specimens were analysed in accredited laborato-
ries, and all positive cultures were speciated by polymerase chain
reaction.

‘Past history of TB’ was defined as a diagnosis of TB with
completion of anti-tuberculosis treatment before enrolment for
ART and was ascertained from referral letters and from
questioning patients. ‘Prevalent TB’ was defined as patients taking
anti-tuberculosis treatment at the time of starting ART. These
were TB diagnoses either made prior to referral for ART or
between screening and ART initiation. ‘Incident TB’ was defined
as a new clinical episode of TB diagnosed after initiation of ART
irrespective of date of symptom onset. Diagnoses of ‘recurrent TB’
were made with reference to any previous episodes of TB. Patients
with multiple diagnoses of incident TB had completed a full course
of anti-TB treatment with resolution of symptoms between
episodes, as ascertained from clinical records.

All cases of TB fulfilled WHO diagnostic criteria for resource-
constrained settings with high HIV prevalence [26]. Any culture-
negative TB diagnoses were defined by radiological abnormalities
consistent with active TB, strong histological or clinical evidence of
active TB and a clinician’s decision to treat with a full course of
anti-tuberculosis chemotherapy. TB treatment was rifampicin-
based and administered via a local network of community clinics
providing a directly observed treatment short-course strategy.

Data Collection and Ethics

Data on baseline characteristics and TB events was obtained
from prospectively maintained structured clinical records. Labo-
ratory results were transferred weekly to an electronic database.
Patient outcomes during ART were classified as follows: alive and
receiving ART, death from any cause, transfer to another ART
service, or lost to follow-up (LTFU). LTFU was defined as patients
on ART who were over 12 weeks late for a scheduled clinic
appointment, failed to return to the ART programme and could
not be located by active community-based follow-up. Data for
patients LTFU was censored at their last clinic visit. Deaths were
ascertained by hospital or medical records, discharge letters or by
active community-based follow-up by peer counsellors as previ-
ously described [27].

All patients enrolled in the study gave written, informed consent
to participate. The collection of data on this study cohort for
research purposes was approved by the Research Ethics Commit-
tee of the University of Cape Town.

Data Analysis

Data were analysed using Stata version 11.0 (College Station,
Texas, USA). Person-time was accrued from the date of starting
ART until death, transfer, LTFU or censoring of observations on
1** January 2011. Chi-squared tests were used for comparing
proportions, t-tests for comparing means and Wilcoxon rank-sum
tests for comparing medians. All statistical tests were two-sided at o
value of 0.05.

Person-time was divided into intervals predefined by the CD4
cell count measurements done at least 4-monthly. Each interval
was defined by the CD4 cell count and viral load at the start of the
interval, and categorised into CD4 cell count strata and viral load
strata. If CD4 cell count or viral load measurements were missing
for one or more intervals, a mean of the values for the preceding
and subsequent intervals were used (1.6% of intervals). Poisson
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regression models were used to calculate incidence rate ratios
(IRR) with 95% confidence intervals (CI) for time-updated and
baseline characteristics. Poisson regression was chosen to allow a
description of the effect of ART duration on mortality rates in
addition to controlling for it. Cross-tabulation and chi-squared
tests were used to assess associations between variables. A
multivariate model was constructed using Poisson regression and
based on forward selection; a prior: risk factors (age and duration of
ART) and variables identified as being associated with incident TB
during the unadjusted analysis were included. Likelihood ratio
tests were used to investigate interactions between variables,
statistical hypotheses and linear trends.

Several exploratory analyses were also performed to better
understand which individuals were at greatest risk of mortality
during ART. These models stratified TB diagnoses by recurrent
disease, multiple TB diagnoses during ART, culture-confirmed
incident TB and by time following TB diagnosis. Poisson
regression was used along with aforementioned risk factors and
covariates.

Results

Patients Enrolled and Follow-up

During the study period, 2000 patients enrolled into the ART
programme. A total of 456 were excluded because they were aged
less than 16 years (n=161), non-naive to ART (n=85), died
before starting ART (n=91) or deferred from starting ART for a
variety of reasons (n=119) (Figure 1). 1544 (77.2%) initiated
ART and were included in the analysis. Of these patients, 208
(13.5%) died during ART, 318 (20.6%) were lost to follow-up and
207 (13.4%) were transferred to other ART services. Median
follow-up time for patients enrolled in the study was 5.0 years

(IOQR 2.4-5.4; range 0.0-8.2).

TB-Associated Mortality during ART

The mean age was 34 years, and the majority of patients were
women (70.1%). Overall, patients had advanced immunodeficien-
cy at enrolment with a median baseline CD4 cell count of 98 cells/
uL IQR 48-155). Patients that died were older and more likely to
be male have WHO stage 3 or 4 disease, lower baseline CD4 cell
counts and higher HIV viral loads (Table 1).

TB Diagnoses

Almost half of patients (47.0%) had a past history of TB and had
completed a course of anti-tuberculosis treatment before starting
ART (Table 1). At the time of ART initiation, 30% (n =464) of
patients were receiving anti-tuberculosis treatment (prevalent TB).
Diagnoses of incident TB were made among 424 (27.5%) patients
during ART. In total there were 484 diagnoses of incident TB,
with 49 patients having 2 or more diagnoses of incident TB.
Overall, 73.6% of TB diagnoses were confirmed by culture.

Mortality Rates

208 deaths occurred during ART with an overall mortality rate
of 3.2 deaths/100 person-years (PY) (95% CI 2.79-3.66). A
majority of deaths (n=124; 59.6%) occurred during the first year
of ART with a rate of 8.84 deaths/100 PY (95% CI 7.41-10.54).
The mortality rate decreased 4-fold in the second year of ART
(n=26, 2.07 deaths/100 PY, 95% CI 7.41-10.54). Thereafter,
rates during years 2-3, 3-4, 4-5 and >5 years of ART decreased
to 1.67 n=19, 95% CI 1.06-2.62), 1.86 n =19, 95% CI 1.18-
2.91), 1.22 n=11, 95% CI 068-2.21) and 1.14 n=9, 95% CI
0.59-2.19) deaths/100 PY respectively.

Mortality rates during ART were substantially greater among
patients with prevalent TB at baseline compared to those who
were TB-free (4.84 versus 2.62 deaths/100 PY; p<<0.001).
Similarly, mortality rates were almost double during person-time
accrued following incident TB compared to person-time without
mncident TB (5.02 versus 2.79 deaths/100 PY; p<<0.001). Mortal-

2000 enrolled into the Gugulethu ART programme between September 2002 and May 2006

161 (8.0%) aged less than 16 years

=

|
r

85 (4.3%) non-naive to ART

Y

91 (4.5%) died before starting ART

119 (6.0%) deferred from the programme before
starting ART for a variety of reasons

Excluded from
the analysis

1544 eligible patients started ART and included in the analysis

207 (13.4%) transferred to other ART services

» 318 (20.6%) lost to follow-up

| 208 (13.5%) died

”i

r

811 (52.5%) patients alive and receiving ART at data censorship (January 2011)

Figure 1. Patient enrolment in the antiretroviral treatment service and outcomes during follow-up.

doi:10.1371/journal.pone.0055824.g001
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Table 1. Characteristics for all patients and those alive at data censorship, lost to follow-up and died.

All patients Lost to follow-up
(n=1544) Alive® (n=811) Died (n=208) (n=318) p-value?
Mean age (years) [95% ClI] 34 [33.6-34.4] 34.1 [33.6-34.6] 36.8 [35.5-38.1] 32.1 [31.3-33.0] <0.001
Gender Male 462 (29.9) 236 (29.1) 85 (40.9) 93 (29.3) 0.006
WHO stage 1&2 305 (19.8) 184 (22.7) 14 (6.7) 67 (21.1)
3 861 (55.8) 451 (55.6) 108 (51.9) 186 (58.5) <0.001
4 378 (24.5) 176 (21.7) 86 (41.4) 65 (20.4)
Baseline CD4 cell count Median [IQR] 98 [48-155] 102 [51-158] 75 [22-136] 105 [53-168] <0.001
(cells/uL)
Baseline viral load Median [IQR] 4.87 [4.46-5.26] 4.84 [4.45-5.25] 5.04 [4.63-2.58] 4.82 [4.37-5.79] <0.001
(logqo copies/ml)
Past history of TB* 725 (47.0) 368 (45.4) 131 (63.0) 133 (41.8) <0.001
Prevalent TB® 464 (30.0) 212 (26.1) 82 (39.4) 103 (32.4) 0.099
Incident TB during ART 424 (27.5) 233 (28.7) 59 (28.4) 83 (26.1) 0.489

TB episodes where patients are taking anti-TB treatment at ART initiation.
“alive at data censorship on 1°* January 2011.

dcalculated comparing patients that died with those LTFU.
doi:10.1371/journal.pone.0055824.t001

ity rates calculated using only culture-confirmed incident TB cases
were similar to rates considering all TB diagnoses (4.53 deaths/
100 PY, 95% CI 3.45-6.12; p=0.61).

Next, mortality rates stratified by time-updated CD4 cell counts
were calculated for the overall cohort and for person-time accrued
after diagnoses of incident TB (Table 2). Rates were highest
(22.87 deaths/100 PYs (95% CI 18.80-27.83) during person-time
accrued with CGD4 cells counts <100 cells/ul. and decreased to
0.72 deaths/100 PYs (95% CI 0.42-1.20) during person-time
accrued with CD4 cell counts >500 cells/uL. Mortality rates
following a diagnosis of incident TB were also strongly associated
with time-updated CD4 cell counts (Table 2). Rates were 34.7
deaths/100 PYs (95% CI 23.4-51.3) during person-time accrued
with CD4 cells counts <100 cells/uL, decreasing to 8.0 deaths/
100 PYs (95% CI 4.6-14.1) and 1.1 deaths/100 PYs (95% CI 0.4
2.9) with CD4 cells counts 101-200 and >500 -cells/uL,
respectively.

Risk Factors for Mortality
In unadjusted analyses, mortality was strongly associated with
baseline characteristics including lower CD#4 cell counts, higher

Data are numbers (%) unless otherwise stated. ART, antiretroviral therapy; TB, tuberculosis; IQR, interquartile range.
includes all TB episodes where anti-TB treatment was completed prior to ART enrolment.

viral load, increasing age, male gender, WHO stage 3 and 4
disease, past history of TB before ART initiation and prevalent TB
at ART initiation (Table 3). Shorter duration of ART, time-
updated viral load counts >1000 copies/ml, lower time-updated
CD4 cell counts and incident TB during ART were also strongly
associated with mortality. Person-time accrued at CD4 cell counts
<100 cells/pL had a 30 times greater risk of mortality compared
to person-time at CD4 cell counts >500 cells/uL. (IRR 31.84;
95% CI 17.9-56.7; p<0.001).

Past history of TB was excluded from the multivariate analysis
due to a strong association with WHO stage, since pulmonary TB
is a stage 3 defining condition and extrapulmonary TB is a stage 4
defining condition. In multivariate analysis, time-updated CD4
cell counts remained the strongest risk factor for mortality
(Table 3). Prevalent TB at ART initiation was associated with a
1.7-fold increased mortality risk (IRR 1.67, 95% CI 1.23-2.25,
p=0.001). Mortality risk during the first 6 months of ART in
those with prevalent TB at baseline was 2.3-fold higher (IRR 2.33,
95% CI 1.54-3.53) than that among those who did not have
prevalent TB. Mortality risk >6 months after starting ART was
not significantly increased among those with diagnoses of

Table 2. Overall mortality rates and mortality rates following incident TB during ART by CD4 cell strata.

Updated CD4 cell count  Overall Overall PY Overall mortality rate Deaths following  PY at risk following Mortality rate per
strata (cells/uL) deaths at risk per 100 PY (95% CI) incident TB? incident TB 100 PY? (95% ClI)
=100 100 437 22.9 (18.8-27.8) 25 72 347 (23.4-51.3)
101-200 47 982 4.8 (3.6-6.4) 12 149 8.0 (4.6-14.1)
201-300 24 1171 2.1 (1.4-3.1) 10 198 5.0 (2.7-9.4)
301-400 17 1138 1.5 (0.9-2.4) 208 1.9 (0.7-5.1)
401-500 7 968 0.7 (0.3-1.5) 4 183 2.2 (0.8-5.8)

>500 13 1810 0.7 (0.4-1.2) 365 1.1 (0.4-2.9)

?During person-time accrued following a diagnosis of incident TB.
doi:10.1371/journal.pone.0055824.t002
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ART, antiretroviral therapy; TB, tuberculosis PY, person-years; Cl, confidence intervals.
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prevalent TB compared to those without (IRR 1.33, 95% CI 0.90—
2.25, p=0.141) (Figure 2).

After adjustment for other baseline and time-updated risk
factors, incident TB during ART was associated with a 2.7-fold
greater mortality risk compared to person-time with no TB
diagnoses IRR 2.70, 95% CI 1.91-3.81, p<<0.001). Incident TB
also showed a time-dependent effect on mortality risk in
multivariate models separately assessing person-time =6 months
and >6 months after a TB diagnosis. Compared to person-time
without incident TB, mortality risk =6 months after a TB
diagnosis was almost 4-fold higher (IRR 3.82, 95% CI 2.56-5.74).
Person-time >6 months after a diagnosis of incident TB was

PLOS ONE | www.plosone.org

Table 3. Unadjusted and multivariate analyses of risk factors for mortality during ART.
Unadjusted analysis Multivariate analysis
IRR 95% CI p-value IRR 95% CI p-value
Age at enrolment?® 1.04 1.02-1.06 <0.001 1.04 1.02-1.06 <0.001
Gender F 1 1
M 1.73 1.31-2.28 <0.001 1.09 0.80-1.47 0.571
WHO stage at enrolment 1&2 1 1
3 2.88 1.65-5.02 <0.001 1.77 0.97-3.19 <0.001
4 5.50 3.13-9.67 341 1.87-6.24
Baseline CD4 cell count (cells/ul) =150 1 1
100-149 1.08 0.69-1.69 0.83 0.57-1.21
50-99 1.30 0.86-1.97 <0.001 1.52 0.96-2.43 0.020
<50 2.04 1.39-2.99 1.67 1.04-2.65
Baseline viral load (log,, copies/ml) <5 1 1
=5 1.64 1.24-2.17 0.001 134 1.01-1.79 0.040
Duration of ART (months) 0-12 1 1
12-24 0.23 0.15-0.36 0.61 0.38-0.98
24-36 0.19 0.12-0.31 0.62 0.36-1.07
36-48 0.21 0.13-0.34 <0.001 0.66 0.37-1.16 0.123
48-60 0.14 0.07-0.26 0.51 0.26-1.02
>60 0.13 0.07-0.25 0.45 0.21-0.96
Updated CD4 cell count (cells/ul)? >500 1 1
401-500 1.00 0.40-2.52 0.93 0.37-2.35
301-400 2.08 1.01-4.28 1.77 0.84-3.71
201-300 2.85 1.45-5.60 <0.001 1.87 0.90-3.87 <0.001
101-200 6.66 3.60-12.31 298 1.44-6.20
0-100 31.84 17.87-56.74 10.41 4.69-23.14
Updated viral load (copies/ml)® <1000 1 1
=1000 8.46 6.41-11.17 <0.001 2.74 1.86-4.04 <0.001
Past History of TB at baseline® No 1
Yes 1.87 1.41-2.47 <0.001
Prevalent TB at baseline® No 1 1
Yes 1.85 1.40-2.44 <0.001 1.67 1.23-2.25 0.001
Incident TB No 1 1
Yes 1.80 1.33-243 <0.001 2.70 1.91-3.81 <0.001
ART, antiretroviral therapy; TB, tuberculosis; IRR, incident rate ratio; Cl, confidence interval. All p-values were calculated using the likelihood ratio test.
?Age is included as continuous variable, the IRR represents a 1 year increase in age.
Pincludes all TB episodes where anti-TB treatment was completed prior to ART enrolment.
°TB episodes where patients are taking anti-TB treatment at ART initiation.
4CD4 cell counts and viral load are time-updated variables using serial measurements taken during ART.
doi:10.1371/journal.pone.0055824.t003

associated with a smaller increase in mortality risk (IRR 1.90, 95%
CI 1.18-3.05) (Figure 2).

The adjusted mortality risk associated with diagnoses of
incident TB that were recurrent (IRR 2.97, 95% CI 2.07-4.27)
was higher than that associated with incident TB that was non-
recurrent (IRR 1.72, 95% CI 0.82-3.61) and again this risk was
time-dependent (Figure 2). Morcover, person-time following
multiple diagnoses (2 or more) of incident TB was associated
with a more than 8-fold increase in adjusted mortality risk
compared to person-time without a TB diagnoses (IRR 8.41,
95% CI 3.97-17.86) (Figure 2). In the multivariate analysis,
gender and duration of ART were no longer associated with
mortality.
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All prevalent TB (IRR 1.67)

<6 months of ART after
prevalent TB (IRR 2.33)

>6 months of ART after
prevalent TB (IRR 1.33)

All incident TB (IRR 2.70)

<6 months after incident TB
diagnosis (IRR 3.82)

>6 months after incident TB
diagnosis (IRR 1.90)

All recurrent TB (IRR 2.97)

<6 months after recurrent
TB diagnosis (IRR 3.92)

>6 months after recurrent
TB diagnosis (IRR 2.35)

>1 diagnosis of incident TB
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(IRR 8.41)

0.5 2 4

+

A\
ALY

8 16

Adjusted mortality incident risk ratio

Figure 2. Mortality incident risk ratios (IRR) associated with person-time accrued following prevalent (¢) and incident (<)
tuberculosis (TB) compared to person-time with no TB diagnosis, adjusted for time-updated CD4 cell count and HIV viral load, and
other time-updated and baseline risk factors, stratified by timing after TB diagnosis, recurrent TB including all previous TB

diagnoses (A) or multiple diagnoses of incident TB (A).
doi:10.1371/journal.pone.0055824.g002

Loss to Follow-up

Among patients initiating ART, 318 were LTFU. Baseline
characteristics differed significantly between patients who died and
those that were LTFU (Table 1). Compared to those who died,
patients who were lost to follow-up were younger, more likely to be
female and have WHO stage 1 or 2 disease, higher baseline CD4
cell counts, lower HIV viral loads and fewer had a past history of
TB. A multivariate model constructed assuming all patients LTFU
were unascertained deaths still found prevalent TB (IRR 1.49,
95% CI 1.22-1.81) and incident TB (IRR 2.07, 95% CI 1.68-
2.56) to be independent risk factors for mortality.

Discussion

This study examined the impact of TB on mortality in an ART
cohort during long-term follow-up. The key findings are that, after
adjustment for other risk factors including time-updated CD4 cell
counts, person-time on ART in patients with prevalent and
incident TB remained independently associated with a 1.7 and
2.7-fold greater mortality risk, respectively, compared to person-
time in patients on ART without TB. This finding strongly
supports the view that TB is an important risk factor associated

PLOS ONE | www.plosone.org

with high mortality in ART programmes in sub-Saharan Africa
despite some studies suggesting the contrary [19]. There was also a
time-dependent relationship between TB and mortality risk, with
much higher adjusted mortality risk within the first 6 months of
ART in patients with baseline prevalent TB (IRR 2.3) and in the 6
months following diagnoses of incident TB (IRR 3.8). These
findings are similar to another study in South Africa which showed
mortality risk associated with TB diagnoses waned over time [16].
The strong time-dependent association between TB episodes and
increased mortality risk suggests that TB and mortality are causally
related, and that TB is not simply an epiphenomenon among this
highly immunocompromised patient population. Effective strate-
gies to diagnose, rapidly treat and prevent TB both prior to and
during ART urgently need to be implemented.

The huge burden of TB in this cohort is higher than in ART
services in other countries in sub-Saharan Africa but is similar to
others in South Africa [5,17,28-30]. The 2-3 fold increase in
mortality risk associated with such a common risk factor represents
a major challenge to ART programmes. The temporal distribution
of mortality risk and TB diagnosis further supports the association
between TB and death during ART. This could be hypothesized
as being a direct association with TB itself, or the result of other
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associated factors such as drug co-toxicity, poor treatment
adherence due to high pill burden or TB immune reconstitution
disease. However, excellent immunovirological responses to
efavirenz-based ART have been documented in this cohort, drug
co-toxicity with this regimen is very low, and deaths from TB
immune reconstitution disease are infrequent (a recent meta-
analysis found only 3.2% of those with TB-associated immune
reconstitution disease died) [2,31-33]. Thus, the most plausible
explanation is that mortality was directly associated with active TB
disease. We were unable to estimate the prevalence and impact of
multi-drug resistance (MDR). Another more recent study in this
cohort has found MDR-TB in 5% of isolates and this may well be
another important factor [34].

A huge burden of TB was diagnosed under routine programme
conditions in this cohort, as previously described [2]. However,
more recent studies in this cohort have found that in patients with
no baseline TB diagnosis, systematic intensive culture-based
screening detects sputum culture-positive TB in 18% to 25% of
cases [34—36]. These findings support those of post-mortem studies
conducted in sub-Saharan Africa which have revealed a huge
burden of unascertained TB in HIV-positive patients [10-13].
Together these data suggest there remains a strong likelihood that
additional cases of TB remained unascertained in patients that
died during our study. Thus, we may have underestimated the
association between TB and mortality. Moreover, this study did
not account for deaths associated with prevalent TB that occurred
before ART was started. This may account for the weaker
assoclation between mortality risk and prevalent TB compared to
that between mortality and incident TB. Another potential reason
for this difference is that, in addition to prevalent TB, multiple
other opportunistic infections occur at low CD#4 cell counts and
may ‘compete’ as causes of death whereas during person-time at
high CD#4 cell counts with long-term ART opportunistic infections
other than incident TB are uncommon.

Early detection of TB through active screening and rapid
initiation of treatment in diagnosed cases may potentially reduce
mortality [23]. New rapid diagnostics have the potential to greatly
expedite TB diagnosis compared to culture-based diagnosis that
was routinely used in this cohort. The Xpert MTB/RIF (Cepheid
Inc, Sunnyvale, CA, USA) is a simplified rapid molecular assay
and the Determine TB-LAM Ag (Alere, Waltham, MA, USA) is a
simple lateral-flow point-of-care assay that detects mycobacterial
lipoarabinomannan (LAM) in urine samples [34,35]. These both
offer the prospect of rapidly diagnosing TB, even in those with the
most advanced immunodeficiency and highest mortality risk
[37,38]. Prospective intervention studies are needed to determine
the impact of these assays on patient outcomes.

Once TB is diagnosed, patients need optimised case manage-
ment, including well integrated and patient-centred services
providing TB treatment, ART started in the course of TB
treatment (with optimal timing now defined by randomized
controlled trials) and trimethoprim-sulphamethoxazole prophy-
laxis [23,39]. Preventive measures are also required for those who
do not have TB. Prevalent TB can be prevented by initiation of
ART earlier in the course of HIV infection, thereby reducing time
accrued at lower CD4 cell counts and subsequent TB risk [22,40].
IPT can prevent TB prior to ART, and evidence from
observational studies also suggests an additive effect when

References

1. World Health Organisation Global tuberculosis control 2011. Geneva: World
Health Organisation. WHO/HTM/TB/2011.16.

PLOS ONE | www.plosone.org

TB-Associated Mortality during ART

combined with ART [41,42]. Improving ART adherence and
access to second-line ART regimens should prevent TB and
reduce mortality by optimising immune recovery [43,44]. Further
data on the impact of drug resistance will also help inform
interventions and investments in drug-susceptibility testing and
new therapeutics.

Strengths of this study include the long median duration of
follow-up and high proportion of culture-confirmed TB diagnoses.
Routine monitoring of CD4 cell count and viral load 4-monthly
provides accurate information on time-updated immune response.
The observational design of this study has inherent limitations,
including the inability to establish a direct causal relationship
between TB and mortality, but the routine programmatic
conditions may improve the generalisability of the findings.

The distinction between prevalent and incident TB is blurred
and some prevalent disease missed at baseline screening may have
been classified as incident disease. Data on other incident AIDS or
non-AIDS defining illnesses were not available. If these occurred
around the time of TB diagnosis and were associated with death,
there may be an overestimation of the association between
mortality and tuberculosis. Patients classified as LTFU may
represent unascertained mortality and unascertained TB. Al-
though some studies have found high rates of mortality amongst
patients LTFU, earlier data from this cohort suggested relatively
low mortality amongst those LTFU [27,45]. Furthermore, the
present sensitivity analyses showed that even if all patients LTFU
were considered to be unascertained deaths, the association
between TB and mortality remained. This study was unable to
account for some important biological and social risk factors for
mortality, especially opportunistic infections with high case fatality
ratios such as cryptococcal meningitis and systemic sepsis, which
may have also caused an overestimation of the association between
TB and mortality [46]. However, most opportunistic infections are
strongly associated with CD4 cell count which was adjusted for.

Data on anaemia and body mass index (BMI), both strong
independent predictors of mortality [14], were not accounted for
in our multivariate model. This may be appropriate as both low
BMI and anaemia are strongly associated with TB and mycobac-
terial load, and thus are very likely to lie on the causal pathway
[37,47]. Cause of death could not be definitively determined for
most patients in this study. Few data exist on pathologically-
proven causes of ART-associated mortality from sub-Saharan
Africa. Such data are needed to further investigate the relationship
between TB and mortality in these settings.

In conclusion, our study shows a strong association between
prevalent and incident TB and mortality during ART. Strategies
to prevent TB prior to and during ART are needed, as are
diagnostic algorithms and new tools to rapidly identify cases and
initiate treatment. Such interventions are likely to represent key
interventions that are desperately needed to address the high
mortality rates in ART programmes in sub-Saharan Africa.

Author Contributions

Conceived and designed the experiments: SDL AG. Performed the
experiments: SDL AG RK LGB RW. Analyzed the data: AG. Contributed
reagents/materials/analysis tools: SDL RK LGB RW. Wrote the paper:
SDL AG RW RK LGB.

2. Lawn SD, Myer L, Bekker LG, Wood R (2006) Burden of tuberculosis in an
antiretroviral treatment programme in sub-Saharan Africa: impact on treatment
outcomes and implications for tuberculosis control. AIDS 20: 1605-1612.

February 2013 | Volume 8 | Issue 2 | 55824



20.

21.

26.

. Moore D, Liechty C, Ekwaru P, Were W, Mwima G, et al. (2007) Prevalence,

incidence and mortality associated with tuberculosis in HIV-infected patients
initiating antiretroviral therapy in rural Uganda. AIDS 21: 713-719.

. Lawn SD, Fraenzel A, Kranzer K, Caldwell J, Bekker LG, et al. (2011) Provider-

initiated HIV testing increases access of patients with HIV-associated
tuberculosis to antiretroviral treatment. S Afr Med J 101: 258-262.

. Boulle A, Van Cutsem G, Hilderbrand K, Cragg C, Abrahams M, et al. (2010)

Seven-year experience of a primary care antiretroviral treatment programme in
Khayelitsha, South Africa. AIDS 24: 563-572.

Stringer JS, Zulu I, Levy J, Stringer EM, Mwango A, et al. (2006) Rapid scale-up
of antiretroviral therapy at primary care sites in Zambia: feasibility and early

outcomes. JAMA 296: 782-793.

. Zachariah R, Fitzgerald M, Massaquoi M, Pasulani O, Arnould L, et al. (2006)

Risk factors for high early mortality in patients on antiretroviral treatment in a
rural district of Malawi. AIDS: 2355-2360.

. Westreich D, MacPhail P, Van Rie A, Malope-Kgokong B, Ive P, et al. (2009)

Effect of pulmonary tuberculosis on mortality in patients receiving HAART.
AIDS 23: 707-715.

. Gupta A, Wood R, Kaplan R, Bekker L-G, Lawn SD (2012) Tuberculosis

Incidence Rates During 8 years of Follow-Up of an Antiretroviral Treatment
Cohort in South Africa: Comparison with Rates in the Community PLoS ONE
7: €34156. doi:34110.31371/journal.pone.0034156.

. Cohen T, Murray M, Wallengren K, Alvarez GG, Samuel EY, et al. (2010) The

prevalence and drug sensitivity of tuberculosis among patients dying in hospital
in KwaZulu-Natal, South Africa: a postmortem study. PLoS Med 7: ¢1000296.

. Wong EB, T. Omar GS, Osih R, Murdoch D, Martinson N, et al. Causes of

death in ART-treated adults: a post-mortem study from Johannesburg [abstract
no WEPEO154]. Abstracts of the 18th International AIDS Conference: Vienna,
Austria: International AIDS Society; 2010.

. Lucas SB, Hounnou A, Peacock C, Beaumel A, Djomand G, et al. (1993) The

mortality and pathology of HIV infection in a west African city. AIDS 7: 1569
1579.

. Rana FS, Hawken MP, Mwachari C, Bhatt SM, Abdullah F, et al. (2000)

Autopsy study of HIV-1-positive and HIV-1-negative adult medical patients in
Nairobi, Kenya. J Acquir Immune Defic Syndr 24: 23-29.

. Del Amo J, Malin AS, Pozniak A, De Cock KM (1999) Does tuberculosis

accelerate the progression of HIV disease? Evidence from basic science and
epidemiology. AIDS 13: 1151-1158.

. Amuron B, Levin J, Birunghi J, Namara G, Coutinho A, et al. (2011) Mortality

in an antiretroviral therapy programme in Jinja, south-east Uganda: a
prospective cohort study. AIDS Res Ther 8: 39.

. Komati S, Shaw PA, Stubbs N, Mathibedi M]J, Malana L, et al. (2010)

Tuberculosis risk factors and mortality for HIV-infected persons receiving
antiretroviral therapy in South Africa. AIDS 24: 1849-1855.

. Moore DM, Yiannoutsos C'T, Musick BS, Tappero J, Degerman R, et al. (2011)

Determinants of early and late mortality among HIV-infected individuals
receiving home-based antiretroviral therapy in rural Uganda. J Acquir Immune
Defic Syndr 58: 289-296.

. Bassett IV, Chetty S, Wang B, Mazibuko M, Giddy J, et al. (2012) Loss to follow-

up and mortality among HIV-infected people co-infected with TB at ART
initiation in Durban, South Africa. J Acquir Immune Defic Syndr 59: 25-30.
Straetemans M, Bierrenbach AL, Nagelkerke N, Glaziou P, van der Werf MJ
(2010) The effect of tuberculosis on mortality in HIV positive people: a meta-
analysis. PLoS One 5: e15241.

Lawn SD, Gupta A, Wood R (2012) Assessing the impact of prevalent
tuberculosis (TB) on mortality among ART initiators: accurate TB diagnosis is
essential. AIDS 26: 1730-1731.

Lawn SD, Little F, Bekker LG, Kaplan R, Campbel E, et al. (2009) Changing
mortality risk associated with CD4 cell response to antiretroviral therapy in

South Africa. AIDS 23: 335-342.

. Lawn SD, Myer L, Edwards D, Bekker LG, Wood R (2009) Short-term and

long-term risk of tuberculosis associated with CD4 cell recovery during
antiretroviral therapy in South Africa. AIDS 23: 1717-1725.

. Lawn SD, Harries AD, Meintjes G, Getahun H, Havlir D, et al. (2012)

Reducing deaths from tuberculosis in antiretroviral treatment programmes in
sub-Saharan Africa. AIDS: i press.

. Lawn SD, Myer L, Orrell C, Bekker LG, Wood R (2005) Early mortality among

adults accessing a community-based antiretroviral service in South Africa:
implications for programme design. AIDS 19: 2141-2148.

. World Health Organisation (2002) Scaling up antiretroviral therapy in resource-

limited settings: guidelines for a public health approach; Executive summary.
Geneva: World Health Organisation.

World Health Organisation (2007) Improving the diagnosis and treatment of
smear-negative pulmonary and extrapulmonary tuberculosis among adults and

PLOS ONE | www.plosone.org

27.

29.

30.

31

32.

34.

36.

37.

38.

39.

40.

41.

42.

43.

44.

46.

47.

TB-Associated Mortality during ART

adolescents. Recommendations for HIV-prevalent and resource-constrained
settings. Geneva: World Health Organisation,.

Lawn SD, Myer L, Harling G, Orrell C, Bekker LG, et al. (2006) Determinants
of mortality and nondeath losses from an antiretroviral treatment service in
South Africa: implications for program evaluation. Clin Infect Dis 43: 770-776.

. Houlihan CF, Mutevedzi PC, Lessells R, Cooke GS, Tanser FC, et al. (2010)

The tuberculosis challenge in a rural South African HIV programme. BMC
Infectious Diseases 10: 23.

Van Rie A, Westreich D, Sanne I (2011) Tuberculosis in patients receiving
antiretroviral treatment: incidence, risk factors, and prevention strategies.
J Acquir Immune Defic Syndr 56: 349-355.

Seyler C, Toure S, Messou E, Bonard D, Gabillard D, et al. (2005) Risk factors
for active tuberculosis after antiretroviral treatment initiation in Abidjan.
Am J Respir Crit Care Med 172: 123-127.

Hoffmann C]J, Charalambous S, Thio CL, Martin DJ, Pemba L, et al. (2007)
Hepatotoxicity in an African antiretroviral therapy cohort: the effect of
tuberculosis and hepatitis B. AIDS 21: 1301-1308.

Lawn S, Bekker L, Miller R (2005) Immune reconstitution disease associated
with mycobacterial infections in HIV-infected individuals receiving antiretrovi-
rals. The Lancet Infectious Diseases 5: 361-373.

. Muller M, Wandel S, Colebunders R, Attia S, Furrer H, et al. (2010) Immune

reconstitution inflammatory syndrome in patients starting antiretroviral therapy
for HIV infection: a systematic review and meta-analysis. Lancet Infect Dis 10:
251-261.

Lawn SD, Brooks SV, Kranzer K, Nicol MP, Whitelaw A, et al. (2011)
Screening for HIV-Associated Tuberculosis and Rifampicin Resistance before
Antiretroviral Therapy Using the Xpert MTB/RIF Assay: A Prospective Study.
PLo0S Med 8: ¢1001067.

. Lawn SD, Kerkhoff' A, Vogt M, Robin Wood (2011) Diagnostic accuracy of a

low-cost, urine antigen, point-of-care screening assay for HIV-associated
pulmonary tuberculosis before antiretroviral therapy: a descriptive study. The
Lancet Infectious Diseases: doi:10.1016/81473-3099(1011)70251-70251.
Lawn SD, Edwards DJ, Kranzer K, Vogt M, Bekker LG, et al. (2009) Urine
lipoarabinomannan assay for tuberculosis screening before antiretroviral therapy
diagnostic yield and association with immune reconstitution disease. AIDS 23:
1875-1880.

Lawn SD, Kerkhoff AD, Vogt M, Ghebrekristos Y, Whitelaw A, et al. (2012)
Characteristics and early outcomes of patients with Xpert MTB/RIF-negative
pulmonary tuberculosis diagnosed during screening before antiretroviral
therapy. Clin Infect Dis 54: 1071-1079.

Lawn SD, Kerkhoff AD, Vogt M, Wood R (2012) Clinical significance of
lipoarabinomannan (LAM) detection in urine using a low-cost point-of-care
diagnostic assay for HIV-associated tuberculosis. AIDS: doi:10.1097/
QAD.1090b1013e3283553685.

Harries AD, Zachariah R, Corbett EL, Lawn SD, Santos-Filho ET, et al. (2010)
The HIV-associated tuberculosis epidemic-when will we act? Lancet 375: 1906
1919.

Lawn SD, Kranzer K, Wood R (2009) Antiretroviral therapy for control of the
HIV-associated tuberculosis epidemic in resource-limited settings. Clin Chest
Med 30: 685-699, viii.

Samandari T, Agizew TB, Nyirenda S, Tedla Z, Sibanda T, et al. (2011) 6-
month versus 36-month isoniazid preventive treatment for tuberculosis in adults
with HIV infection in Botswana: a randomised, double-blind, placebo-controlled
trial. Lancet 377: 1588-1598.

Golub JE, Saraceni V, Cavalcante SC, Pacheco AG, Moulton LH, et al. (2007)
The impact of antiretroviral therapy and isoniazid preventive therapy on
tuberculosis incidence in HIV-infected patients in Rio de Janeiro, Brazil. AIDS
21: 1441-1448.

Hosseinipour MC, Kumwenda JJ, Weigel R, Brown LB, Mzinganjira D, et al.
(2010) Second-line treatment in the Malawi antiretroviral programme: high
carly mortality, but good outcomes in survivors, despite extensive drug resistance
at baseline. HIV Med 11: 510-518.

Murphy RA, Sunpath H, Lu Z, Chelin N, Losina E, et al. (2010) Outcomes after
virologic failure of first-line ART in South Africa. AIDS 24: 1007-1012.

. Brinkhof MWG, Spycher BD, Yiannoutsos C, Weigel R, Wood R, et al. (2010)

Adjusting Mortality for Loss to Follow-Up: Analysis of Five ART Programmes in
Sub-Saharan Africa. PLoS One 5: e14149.

Lawn SD, Harries AD, Anglaret X, Myer L, Wood R (2008) Early mortality
among adults accessing antiretroviral treatment programmes in sub-Saharan
Africa. AIDS 22: 1897-1908.

Maro I, Lahey T, MacKenzie T, Mtei L, Bakari M, et al. (2010) Low BMI and
falling BMI predict HIV-associated tuberculosis: a prospective study in
Tanzania. Int J Tuberc Lung Dis 14: 1447-1453.

February 2013 | Volume 8 | Issue 2 | 55824



