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Abstract

Background: Tuberculosis (TB) mortality remains high across sub-Saharan Africa despite integration of TB and
HIV/ART programmes. To inform programme design and service delivery, we estimated mortality by time from
starting TB treatment.

Methods: Routinely collected data on TB treatment, vital status, and the timing and causes of death, were linked to
cardio-respiratory autopsy data, from 1995-2008, from a cohort of male platinum miners in South Africa. Records were
expanded into person-months at risk (pm).

Results: 4162 TB episodes were registered; 3170 men were treated for the first time and 833 men underwent
retreatment. Overall, 509 men died, with a case fatality of 12.2% and mortality rate of 2.0/100 pm. Mortality was
highest in the first month after starting TB treatment for first (2.3/100 pm) and retreatment episodes (4.8/100 pm).
When stratified by HIV status, case fatality was higher in HIV positive men not on ART (first episode 14.0%; retreatment
episode 26.2%) and those on ART (12.0%; 22.0%) than men of negative or unknown HIV status (2.6%; 3.6%). Mortality
was also highest in the first month for each of these groups. Mortality risk factors included older age, previous TB, HIV,
pulmonary TB, and diagnostic uncertainty. The proportion of deaths attributable to TB was consistently overestimated

in clinical records versus cardio-respiratory autopsy.

Conclusions: Programme mortality was highest in those with HIV and during the first month of TB treatment in all
groups, and many deaths were not caused by TB. Resource allocation should prioritise TB prevention and accurate
earlier diagnosis, recognise the role of HIV, and ensure effective clinical care in the early stages of TB treatment.
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Background
In South Africa, tuberculosis (TB) is the most commonly
reported cause of death in adults, and most TB-deaths
are associated with HIV-infection [1,2]. Despite dedicated
TB programmes and their integration with HIV pro-
grammes as antiretroviral treatment (ART) is increasingly
available across sub-Saharan Africa (SSA), mortality
within TB programmes remains high in many settings
[2-6]. Detailed understanding of the timing and causes
of mortality provides a focus for the planning of services
and interventions.

TB mortality tends to be highest in the first two
months on TB treatment [7-11], and early mortality is
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increased in specific patient-groups, including older people
and those with previous TB episodes, smear-negative TB
and extra-pulmonary TB [9]. HIV co-infection increases
the TB mortality rate, and HIV positive patients continue
to die throughout TB treatment, whereas mortality in HIV
negative patients declines rapidly after the first month of
treatment [5,7,12-15]. While ART improves outcomes for
HIV-positive TB patients overall, the mortality rate during
the first one to two months of TB treatment for HIV-
infected patient groups seems not to be reduced by
ART [11,16]. This could reflect selection of those most
immunocompromised for ART or the impact of im-
mune reconstitution inflammatory syndrome (IRIS) on
survival [11,16].

Only two studies describing the cause of death in TB
patients by time on treatment have verified cause of
death using autopsy, both prior to the introduction of
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ART [17,18]. These suggest that most deaths in the early
stages of treatment are attributable to TB, whereas those
in the later stages of treatment usually have other causes
[4,5,14,17-19]. The cause of death also differs by HIV sta-
tus in TB programmes, with most deaths in HIV negative
patients attributable to TB, whereas HIV positive patients
die from a variety of infectious causes [5,18].

However, the available data are limited by relatively
small patient numbers, and no single study has investi-
gated the timing and causes of deaths among first and
re-treatment episodes while stratifying by HIV status
and whether patients have received ART. Furthermore,
although we know that clinical misclassification of
deaths in TB programmes is common [16,20,21], there
is a paucity of studies using autopsy to confirm the
cause of death [22,23].

We have previously reported data from a South African
platinum mining company, following a well-defined popu-
lation with a high burden of TB (1,866 per 100,000 person
years between 1995-2008) and HIV to show the impact of
HIV, ART and TB on population mortality [3], and have
described measurement errors in estimating TB-specific
mortality [21]. Here, we focus on mortality at a programme
level by time from starting TB treatment in a large cohort,
including patients on ART and using multiple data sources
to determine the timing and cause of death with a high
degree of precision.

Methods

The study setting was the TB treatment programme of a
platinum mine in North West Province, South Africa.
Medical care is provided free of charge by the company
and includes primary care, hospital facilities, and an HIV
programme providing ART since April 2003 [24]. Miners
diagnosed with TB received treatment in accordance
with South African National TB guidelines at the time,
which recommended regimen 1 for new adult TB pa-
tients (comprising two months of rifampicin (R), iso-
niazid (H), pyrazinamide (Z), ethambutol (E), followed
by four months of RH) and regimen 2 for retreatment
cases (comprising two months of RHZE and strepto-
mycin, one month of RHZE, and five months of RHE)
[25]. HIV-positive employees are registered on the
ART programme, which monitors CD4 counts, clinical
status and, where appropriate, the mining company
provides free ART. Patients were eligible for ART with
a CD4 count of <250 cells/pl, WHO stage 4, or WHO
stage 3 with a CD4 count of <350 cells/pl. All semi-
skilled and unskilled male miners registered on the TB
programme were selected for this study because it was
possible to link these individuals across TB programme,
HIV/ART programme, death register, autopsy register,
and company databases using unique employee identifica-
tion codes.
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Routine TB-programme data were available for TB
episodes with treatment initiated between 1 January
1995 and 31 December 2008. We included all diagnosed
TB episodes, regardless of site of TB (pulmonary, extra-
pulmonary, or unknown) and of bacteriological confirm-
ation, to assess overall mortality at a programme level.
Sputum smear and culture data were only available after
2000, and other clinical data, including antibiotic re-
sistance, were unavailable. We classified TB cases as
“confirmed” if at least one sputum culture was positive
for Mycobacterium tuberculosis, “probable” if at least
one sputum smear was positive for acid-fast bacilli,
and “possible” if there was at least one negative sputum
culture and/or sputum smear. The remaining cases lacked
microbiological data and were treated as a separate “no
data” category. TB episodes were classified as first episode
unless previous episodes were documented during the
study period or recorded in the programme database.
Men were classified as HIV positive if they had a recorded
HIV positive test; if they were identified as HIV positive
through the TB or ART programme databases; if their
medical record or death certificate stated HIV, AIDS or a
euphemistic term such as ‘immune compromised’; or if
their cause of death was obviously an AIDS-related condi-
tion (Pneumocystis jirovecii pneumonia (PCP), aspergillus,
nocardia pneumonia, cryptococcal disease, oesophageal
candidiasis, lymphadenopathy, lymphocytic interstitial
pneumonitis, cytomegalovirus pneumonia, toxoplasmo-
sis, or Kaposi’s sarcoma) [3]. HIV testing dates and HIV
status at death were not routinely recorded, and HIV
negative results only rarely recorded, so men not known
to be positive were classified as ‘HIV negative or un-
known’. 97 men (6 originally classed as HIV negative and
91 as HIV status unknown) were reclassified as HIV posi-
tive because their cause of death was clearly AIDS-related.
Men were classified as being on ART if this was recorded
by TB or ART programme databases. CD4 counts, HIV
viral load and disease stage were not available for most
men in the cohort.

The timing and cause of death were the primary out-
comes. Men entered the cohort on the day of initiating
TB treatment and remained in the cohort for six months
after this date for first TB episodes and for eight months
for retreatment episodes, and were otherwise censored
only when they died within these time periods. Our ra-
tionale here was to understand overall programme mortal-
ity during the standard periods of treatment, when most
deaths occur. We know that data on hospital transfer and
treatment default were incomplete and susceptible to mis-
classification, but timing of death is extremely reliable in
this study due to the short follow-up time, and availability
of multiple data sources used to ascertain date of death.
These included the hospital death register, personnel re-
cords, ART and TB programme records, and the provident
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fund records (which record deaths for compensation pur-
poses for twelve months after men leave the mine). Autop-
sies of cardio-respiratory organs were conducted on miners
for compensation purposes, with the consent of next of kin,
and regardless of the clinical cause of death. The lungs are
removed at the place of death, placed in formalin and sent
to the National Institute for Occupational Health (NIOH)
in Johannesburg where they are examined macroscopically
and histologically according to a standard protocol by ana-
tomical pathologists with experience in lung pathology. At
least six tissue sections from the upper, middle and lower
zones of both the right and left lungs, as well as sections
of one main bronchus and two hilar lymph nodes are rou-
tinely processed for histology. Where there is any clinical
or pathological evidence of infection, tissue sections are
stained with alcian-blue (for cryptococcus), Ziehl-Neelsen
(for mycobacteria) and Grocott (for Pneumocystis and
other fungi), in addition to haematoxylin and eosin. Infec-
tions are diagnosed according to standard histological cri-
teria [26]. Briefly, bacterial pneumonia is defined as the
presence of consolidation with polymorphonuclear leuko-
cytes in alveolar spaces, in the absence of positive stains
for mycobacteria, fungi, pneumocystis, cryptococci, nocar-
dia or other organisms. Tuberculosis is diagnosed 1) in
the presence of granulomatous inflammation with positive
Ziehl-Neelsen stains or 2) in the presence of granuloma-
tous inflammation, other causes having been excluded by
special stains and 3) cognisance is taken of atypical reac-
tions to mycobacteria which may occur in immune-
compromised patients such as poorly formed granulomas,
sarcoidal-like granulomas, bland necrosis and neutrophil
rich exudates. We compared the clinical cause of death to
cardio-respiratory autopsy data obtained from the NIOH
autopsy database.

Case fatality was calculated for each time period, and
records were expanded into person months at risk (pm),
by time from starting TB treatment, to calculate mortal-
ity rates per 100 pm with 95% CI. Incidence rate ratios
(IRR) were used to quantify differences in mortality rates
with 95% CI, using Poisson regression. Risk factors for
dying were identified using Poisson regression, separ-
ately for the first month of treatment and later months
in univariable and multivariable analyses, with age and
HIV/ART status as time-varying covariates. Chi-squared
tests were used to compare characteristics of those aut-
opsied and those not. Kaplan-Meier survival analysis was
used to generate survival curves and a log rank test was
used to compare survival between groups. All analyses
were conducted using Stata 11 (Stata Corp, College
Station, TX, USA).

Ethical approval was obtained from the Human Research
Ethics Committee (Medical) of the University of the
Witwatersrand, South Africa (M041028), and the UCL
Research Ethics Committee, United Kingdom (1641/001).
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The Committees specifically addressed issues of consent
and confidentiality. Given the retrospective nature of the
study; high mortality; use of routine databases linked by a
unique number; and removal of personal identifiers prior
to analysis, specific written consent for inclusion in this
research was not required. Autopsies were conducted with
written consent from the next of kin, in accordance with
the South African Occupational Diseases in Mines and
Works Act. The project is covered by the UCL Data Pro-
tection Registration (Reference No Z6364106/2008/8/18,
Section 19, Research: Health Research).

Results

During 1995 to 2008, there were 4162 treated TB epi-
sodes recorded by the mine hospital TB programme.
Table 1 shows that the majority were in employment for
at least ten years, aged 35-54 years at first episode, and
diagnosed with pulmonary TB. 3170 men had a first epi-
sode of TB, of whom 2046 (65%) were HIV positive.
There were 992 retreatment episodes in 833 men, of
which 775 episodes (78%) were in HIV positive men.

Overall, 509 men died, with a case fatality of 12.2%
and mortality rate of 2.0/100 pm (Table 2). Mortality
was highest in the first month of treatment for both first
(2.3/100 pm) and retreatment TB episodes (4.8/100 pm).
First episode mortality rates were lower than retreatment
mortality rates at each comparable month. By the end of
the sixth month after starting TB treatment, the cumula-
tive case fatality was 9.7% for first episodes and 17.6% for
retreatment episodes. The mortality rate remained stable
from the second month for first TB episodes, whereas the
mortality rate declined throughout retreatment.

Among first TB episodes (Table 3), case fatality was
lower in men with negative or unknown HIV status
(2.6%) than HIV positive men on ART (12.0%) and HIV
positive men not on ART (14.0%). In each group, mor-
tality was highest in the first month of treatment, and
decreased later, although not to the same extent in all
groups. Within the group on ART, overall mortality was
2.1/100 pm, and was not significantly different to the
group not on ART (2.5/100 pm). There was also no sig-
nificant difference in mortality between the 208 men who
started ART within one month of starting TB treatment
(2.0/100 pm (1.3-2.9)) and the 167 men who were treated
with ART for longer than one month when starting TB
treatment (2.4/100 pm (1.6-3.6)).

Mortality by month in HIV positive men, whether or
not on ART, was considerably higher during retreatment
than during first TB episodes, whereas monthly mortality
in men who were HIV negative or of unknown status was
similar during first and retreatment episodes (Tables 3
and 4). Nevertheless, the overall trends in monthly case
fatality and mortality rates by HIV status among men
undergoing TB retreatment were similar to the trends we
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Table 1 Patient characteristics for 4,162 TB episodes occurring between 1995 and 2008

First episode n (%) Retreatment episode n (%)

TOTAL

Age at diagnosis <35 years
35-44 years
45-54 years
>54 years

Treatment sequence First episode

Second episode

Third episode

Fourth or fifth episode
Time in employment at diagnosis <1 year

1-< 5 years
5-< 10 years
10+ years
Year diagnosed 1995-1998
1999-2002
2003-2005
2006-2008
HIV/ART status Negative/unknown
Positive: ART
Positive: no ART
TB site Pulmonary
Extra-pulmonary’
No data
Confirmed

Probable

Certainty of diagnosis®

Possible
No data
Outcome Cured/Completed
Failed
Did not complete
Transferred
Died

Autopsy data available Alive

Died - Cardiorespiratory autopsy

Died - No autopsy

3170 992
438 (14) 86 (9)
1208 (38) 364 (37)
1261 (40) 470 (47)
263 (8) 72.(7)
3170 (100)

833 (84)

140 (14)

19(2)
237 (7) 27 (3)
526 (17) 116 (12)
461 (15) 149 (15)
1946 (61) 700 (71)
509 (16) 234 (24)
848 (27) 330 (33)
908 (29) 290 (29)
905 (29) 138 (14)
1124 (36) 217 (22)
375 (12) 277 (28)
1671 (53) 498 (50)
1706 (54) 687 (69)
1276 (40) 259 (26)
188 (6) 46 (5)
740 (23) 269 (27)
760 (24) 314 (32)
856 (27) 264 (27)
814 (26) 145 (15)
2362 (75) 589 (59)
54 (2) 25 (3)
170 (5) 41 (4)
276 (9) 136 (14)
308 (10) 201 (20)
2862 (90) 791 (80)
180 (6) 113(11)
128 (4) 88 (9)

'Extra-pulmonary cases were in the following sites: 59 lymph node, 489 pleural, 21 meningitis, 65 bone/joint, 124 other organs, 77 miliary.
2TB cases were classified as “confirmed” if at least one sputum culture was positive for Mycobacterium tuberculosis, “probable” if at least one sputum smear was
positive for acid-fast bacilli, and “possible” if there was at least one negative sputum culture and/or sputum smear. The remaining cases lacked microbiological

data and were treated as a separate “no data” category.

observed for first episodes, with the highest mortality in
the first month of treatment for all groups. Kaplan-Meier
curves show differences in survival by first and retreat-
ment episodes and according to HIV status (log rank test
p <0.01) (Figure 1).

We analysed risk factors associated with death for first
and later months of treatment (Table 5). For both time

periods, in univariable analysis, mortality was associated
with older age, previous TB, HIV infection, pulmonary
TB, and certainty of diagnosis. Mortality was higher in
more recent calendar periods in the first month of
treatment, but not in later months. Compared to the
unadjusted models, the findings were similar in multi-
variable analyses. The exception was that we observed
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Table 2 Case fatality, mortality rate and risk of death by month since starting TB treatment, by first and retreatment

TB episodes

Time on n Number of  Cumulative case  Person Rate per 100 pm  IRR p-value
treatment deaths fatality (%) months  (95% Cl) (95% ClI)

First episode 1st month 3170 71 22 3132 3(1.8-29 1.0
2nd month 3099 50 38 3072 6 (1.2-2.1) 0.72 (0.50-1.0) 0.07
3rd month 3049 47 53 3023 6 (1.2-2.1) 0.69 (0.47-0.99) 0.05
4th month 3002 46 6.8 2979 5(1.2-2.1) 0.68 (0.47-0.99) 0.04
5th month 2956 44 8.1 2936 5(1.1-20) 066 (045-096)  0.03
6th month 2912 50 9.7 2889 7 (1.3-23) 0.76 (0.53-1.10) 0.14
Overall 3170 308 9.7 18030 7 (15-1.9)

Retreatment episode 1st month 992 46 46 967 8 (3.6-6.4) 1.0
2nd month 946 28 75 933 0(21-43) 063 (039-1.01) 005
3rd month 918 34 109 898 8 (2.7-5.3) 0.80 (0.51-1.24) 0.31
4th month 884 32 14.1 865 7 (26-5.2) 078 (050-1.22) 028
5th month 852 19 16.0 844 3(14-35) 047 (0.28-081) 001
6th month 833 16 176 827 9(1.2-32) 041 (0.23-0.72) <0.01
7th month 817 17 194 808 1(1.3-34) 044 (0.25-0.77) <0.01
8th month 800 9 203 793 1(06-22) 024 (0.12-049) <001
Overall 992 201 203 6935 9 (2.5-33)

Overall 4162 509 122 24965 0(1.9-2.2)

a large increase in the risk of death associated with
having no smear or culture data in the adjusted model,
and we found this was due to the confounding effect of
year of diagnosis. A strong effect of calendar period
remained in the multivariable model.? For HIV positive

men on ART compared to those not on ART, the adjusted
IRR was lower in the first month (IRR 0.86 (0.55-1.36))
and in subsequent months (IRR 0.77, 0.58-1.01), although
not significantly so. Kaplan-Meier curves show survival by
certainty of TB diagnosis, excluding episodes without

Table 3 Case fatality, mortality rate and risk of death by month since starting TB treatment for first TB episodes, by

HIV status
HIV/ART status Time on n Number  Cumulative case Person  Rate per 100 pm IRR p-value for
treatment’ of deaths fatality (%) months (95% Cl) (95% Cl) trend
<001
HIV negative or unknown  1st month 1124 10 09 1117 09 (0.5-1.7) 1.0
2nd month 1114 8 1.6 1109 0.7 (04-14) 0.81 (0.32-2.04)
3rd-6th month 1106 11 26 4401 02 (0.1-0.5) 0.28 (0.12-0.66)
Overall 1124 29 26 6627 04 (0.3-0.7)
0.98
HIV positive on ART 1st month 375 15 40 367 1(2.5-6.8) 1.0
2nd month 360 2 4.5 358 06 (0.1-2.2) 0.14 (0.03-0.60)
3rd-6th month 358 28 120 1372 20 (14-3.0) 0.50 (0.27-0.94)
Overall 375 45 120 2097 1(1.6-29)
0.22
HIV positive not on ART 1st month 1671 46 28 1647 2.8 (2.1-3.7) 1.0
2nd month 1625 40 5.1 1604 5(1.8-34) 0.89 (0.58-1.36)
3rd-6th month 1585 148 140 6054 24 (2.1-29) 0.88 (0.63-1.22)
Overall 1671 234 14.0 9306 25 (2.2-29)

'Months 3-6 were grouped because mortality rates were observed to be stable in new TB episodes during this time period and the numbers of deaths

were small.
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Table 4 Case fatality, mortality rate and risk of death by month since starting TB treatment for retreatment TB

episodes, by HIV status

HIV/ART status Time on n Number Cumulative case Person  Rate per 100 pm IRR p-value for
treatment’ of deaths fatality (%) months  (95% Cl) (95% ClI) trend
0.06
HIV negative or unknown  1st month 217 2 09 216 0.9 (0.2-3.7) 1.0
2nd month 215 2 1.8 213 0.9 (0.2-3.7) 1.01 (0.14-7.18)
3rd-6th month 213 4 37 844 0.5 (0.2-1.3) 0.51 (0.09-2.79)
7th-8th month 209 0 37 418 00 -
Overall 217 8 3.7 1691 0.5 (0.2-0.9)
<0.01
HIV positive on ART 1st month 277 14 5.1 270 52(3.1-88) 1.0
2nd month 2603 7 76 259 2.7 (13-5.7) 052 (0.21-1.29)
3rd-6th month 256 31 18.8 951 33 (23-4.6) 063 (0.33-1.18)
7th-8th month 225 9 220 439 2.1 (1.1-39) 0.39 (0.17-091)
Overall 277 61 220 1919 32 (25-4.1)
0.03
HIV positive not on ART 1st month 498 30 6.0 482 6.2 (44-89) 1.0
2nd month 468 19 9.8 461 4.1 (26-6.5) 0.66 (0.37-1.18)
3rd-6th month 449 66 23.1 1639 4.0 (3.2-5.1) 0.65 (0.42-1.00)
7th-8th month 383 17 26.5 744 23(14-37) 037 (0.20-0.66)
Overall 498 132 26.5 3325 40 (3.3-4.7)

'Months 3-6 and 7-8 were grouped because mortality rates were observed to be stable during these time periods and the numbers of deaths were small.
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Figure 1 Kaplan-Meier curves showing survival time for first and retreatment TB episodes, by HIV status.




Table 5 Risk factors for death stratified by time since starting TB treatment (includes first and retreatment episodes up to six months)

First Month Later months (2-6)
Category n Number Unadjusted p-value  Adjusted” p-value  Number Unadjusted p-value Adjusted” p-value
of deaths  IRR (95% ClI) IRR (95% CI) of deaths IRR (95% Cl) IRR (95% Cl)

Age at diagnosis* <35 years 524 8 1.0 0.06 1.0 0.17 27 1.0 <0.01 1.0 <0.01
35-44 years 1572 38 1.59 (0.74-341) 1.57 (0.73-3.37) 144 1.70 (1.12-2.59) 1.53 (1.01-233)
45-54 years 1731 58 2.19 (1.05-4.59) 1.92 (0.91-4.05) 182 1.98 (1.31-2.98) 1.77 (1.17-2.68)
>54 years 335 13 2.53 (1.05-6.10) 243 (1.00-5.88) 39 2.65 (1.65-4.27) 2.68 (1.66-4.33)

TB episode First 3170 71 1.0 <0.01 1.0 <0.01 237 1.0 <0.01 1.0 <0.01
> =1 previous 992 46 2.10 (1.45-3.04) 2.20 (1.49-3.26) 155 1.63 (1.33-2.00) 146 (1.17-1.82)

HIV/ART status* Negative/unknown 1341 12 1.0 <0.01 1.0 <0.01 25 1.0 <0.01 1.0 <0.01
Positive: ART 652 29 5.06 (2.59-9.91) 3.17 (1.56-6.44) 77 6.37 (4.05-10.00) 6.02 (3.75-9.67)
Positive: no ART 2169 76 397 (2.16-7.29) 3.59 (1.94-6.66) 290 771 (5.13-11.61) 7.80 (5.15-11.80)

TB site Pulmonary 2393 77 1.0 0.02 1.0 <0.01 260 1.0 <0.01 1.0 <0.01
Extra-pulmonary 1535 30 0.60 (0.40-0.92) 0.54 (0.33-091) 115 0.69 (0.56-0.86) 0.57 (0.42-0.77)
No data 234 10 1.35 (0.70-2.60) 141 (0.69-2.88) 17 068 (042-1.12) 0.76 (046-1.27)

Year first diagnosed 1995-1998 742 9 1.0 <0.01 1.0 <0.01 58 1.0 <0.01 1.0 0.81
1999-2002 177 24 1.69 (0.78-3.63) 1.81 (0.79-4.17) 129 147 (1.07-2.01) 1.18 (0.82-1.68)
2003-2005 1198 46 3.21 (1.57-6.55) 3.75 (1.63-861) 118 1.36 (0.99-1.87) 1.14 (0.77-1.69)
2006-2008 1043 38 3.05 (1.47-6.30) 397 (1.73-9.11) 87 1.18 (0.85-1.65) 1.14 (0.76-1.71)

Certainty of diagnosis ~ Confirmed 1009 10 10 <001 1.0 <001 84 1.0 0.07 1.0 <001
Probable 1074 32 3.05 (1.50-6.20) 3.38 (1.65-6.93) 102 1.17 (0.88-1.56) 1.17 (0.87-1.58)
Possible 1120 56 5.15 (263-10.09) 6.28 (3.18-1243) 134 1.56 (1.19-2.05) 1.73 (1.30-2.30)
No data 959 19 2.01 (0.94-4.33) 9.06 (3.82-21.51) 72 0.95 (0.70-1.31) 2.51 (1.64-3.85)

*time-varying covariates.

*Models were adjusted for all factors in the table.
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Figure 2 Kaplan-Meier curves showing survival time for TB episodes with microbiological data, by certainty of diagnosis.
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smear or culture data (Figure 2). In the first and later
months of treatment, those with confirmed TB (positive
culture) were less likely to die than those with probable
TB (positive smear but negative or absent culture), and
those with possible TB (> = one negative smear or culture)
(log rank test p < 0.01).

Cardio-respiratory autopsy data were available for
121/228 (53%) of deaths occurring in men with con-
firmed or probable TB and 106/190 (56%) of deaths with
possible TB (Tables 6 and 7)). The proportion of deaths
for which autopsy was performed decreased from 94%
in 1997 to 39% in 2008 (p < 0.01), but men undergoing
autopsy were similar to those not autopsied according
to HIV prevalence (92% in autopsied and 94% in not
autopsied men (p =0.6)) and age (mean 45.5 years in
autopsied and 44.9 years in men not autopsied men
(p =0.2)). Clinical cause of death overestimated the pro-
portion of deaths attributable to TB in all groups, par-
ticularly in the latter stages of treatment in HIV positive
men. For example, among HIV positive men not on
ART in the later months of treatment, TB was recorded
as the clinical cause of death in 62% of deaths, whereas
only 26% of deaths could be attributed to TB at autopsy
(Table 6). Other infectious causes, often not identified
in life, accounted for many deaths at later time points
and in HIV positive men. Pneumonia, PCP, and other
infections were the leading causes among non-TB nat-
ural deaths. At autopsy, overall, only 35% of deaths
could be attributed to TB in men with confirmed,

probable or possible TB dying within six months of start-
ing treatment (Tables 6 and 7).

Discussion

This study quantifies case fatality and mortality rates
by time from starting TB treatment within a large TB
programme in South Africa over fourteen years. The
strengths of this study lie in the large numbers, preci-
sion with which the occurrence and timing of deaths
were ascertained, and availability of cardiorespiratory
autopsy data. For the first time in the ART era, we
quantify the high risk of death during the first month
of TB treatment at a programme level, and emphasise
the risks associated with retreatment and HIV status.
Retreated men were more than twice as likely to die as
men undergoing a first TB episode, and HIV positive
men were over three times more likely to die than men
of negative or unknown HIV status. These data may in-
form projected estimates of mortality among co-infected
patients and corresponding lives saved [27].

In men undergoing treatment for a first TB episode,
the mortality rate in the first month after starting treat-
ment was highest amongst HIV positive patients receiv-
ing ART. We observed a sharp decline in mortality after
the first month in this group, although the mortality rate
over six months was comparable to those not receiving
ART. This may be due to patients at more advanced
stages of HIV infection and with lower immunity being
selected for ART, or a consequence of IRIS [28]. Other
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Table 6 Clinical and autopsy cause of death by month since starting TB treatment for 228 deaths among men with

confirmed and probable TB", by HIV status, n (%)

HIV negative or unknown HIV positive on ART HIV positive not on ART TOTAL

st 2nd-6th TOTAL 1st 2nd-6th  TOTAL 1st 2nd-6th  TOTAL

month month month month month month
Clinical Cause of Death
B 1 (50) 6 (75) 7 (70) 8 (100) 25 (66) 33 (72) 21 (66) 87 (62) 108 (63) 148 (65)
Non-TB natural deaths 1 (50) 2 (25 3 (30 0 13 (34) 13 (28) 11 (34) 52 (37) 63 (37) 79 (35)
Unnatural deaths 0 0 0 0 0 0 0 (1) (M 1(0)
Autopsy Cause of Death
B 1 (50) 2 (50) 3 (50) 3 (60) 6 (33) 9 (39 11 (58) 19 (26) 30 (33) 42 (35)
Non-TB natural deaths 1 (50) 2 (50) 3 (50) 2 (40) 12 (67) 14 (61) 8 (42) 54 (73) 61 (66) 78 (64)
Pneumonia 2 2 5 7 I 19 20 29
Pneumocystis pneumonia 0 2 2 2 13 15 17
Cryptococcus 0 0 I 6 7 7
Other infection’ 0 4 4 1 8 9 13
Kaposi's sarcoma 0 0 1 1 1
Lung cancer 0 I 1 I 1 2 3
Other cancer 1 2 1 0 1 1 2 3
Other medical® 0 0 1 4 5 5
Unnatural deaths 0 0 1(1) (N (N
No autopsy done 0 4 4 3 20 23 13 67 80 107

1228 men included 54 treated for the first time and 40 retreated with confirmed TB, and 75 treated for the first time and 59 retreated with probable TB (see

Table 1 footnote 1 for definitions used).

2Includes 12 men with HIV infection not otherwise specified and one with HIV infection and meningitis as the cause of death.
3Includes three men with stroke, one with diabetes, and one with silicosis as the cause of death.

Italics give numbers of deaths without percentages.

studies have clearly shown the benefits of ART on long
term mortality in TB patients, with large reductions in
overall mortality in those receiving ART [29,30]. While
this population-based cohort study had excellent follow-
up information for the primary outcome of death, it did
not have detailed, individual-level clinical data, such as
CD4 counts, viral load, treatment regimens, adherence,

or interruptions, which would be needed to fully interpret
the impact of ART. This might be better ascertained
using prospective clinical cohorts, which collect such
data routinely.

Mortality rates declined with time after starting TB
treatment in all groups, with this effect most appreciable
in the HIV negative/unknown group. This is likely to

Table 7 Clinical and autopsy cause of death by month since starting TB treatment for 190 deaths among men with

possible TB, by HIV status, n (%)

HIV negative or unknown HIV positive on ART HIV positive not on ART TOTAL

st 2nd-6th TOTAL 1st 2nd-6th TOTAL st 2nd-6th TOTAL

month month month month month month
Clinical Cause of Death
B 3 (50) 1(33) 4 (44) 10 (56) 23 (61) 33 (59) 18 (56) 58 (62) 76 (61) 113 (59)
Non-TB natural deaths 2 (33) 2 (67) 4 (44) 8 (44) 14 (37) 22 (39) 14 (44) 34 (37) 48 (38) 74 (39)
Unnatural deaths 1(17) 0 1(11) 0 13) 1) 0 1(1) 1(1) 3(2)
Autopsy Cause of Death
B 1(33) 0 1(25) 5(36) 8 (44) 13 (41) 6 (35) 17 (32) 23 (33) 37 (35)
Non-TB natural deaths 1(33) 1(100) 1(50) 9 (64) 10 (56) 19 (59) 11 (65) 36 (68) 47 (67) 68 (64)
Unnatural deaths 1(33) 0 1(25) 0 0 0 0 0 0 (N
No autopsy done 3 2 5 4 20 24 15 40 55 84

1190 men included 118 treated for the first time and 72 retreated with possible TB (see Table 1 footnote 1 for definitions used).

Italics give numbers of deaths without percentages.
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reflect effective treatment in patients with true TB disease.
Others have reported that most deaths in HIV positive
men undergoing TB treatment were from opportunistic
infections (mainly cryptococcus) and occurred later in
treatment [18,19]. Likewise, even amongst men with HIV
and confirmed or probable TB, we found at cardiorespira-
tory autopsy that TB was the cause of 58% of deaths in
the first month of treatment but only 27% of deaths in
later months. In this study, PCP and bacterial pneumonia
together accounted for over one third (46/121) of deaths
on the TB programme among men with confirmed or
probable TB. We know that other respiratory conditions
are often overlooked in TB patients [31-33], and that co-
trimoxazole prophylaxis substantially reduces mortality
from AIDS-related opportunistic infections in SSA set-
tings [34-36], and is recommended by South African TB
guidelines [25]. Although the HIV programme recom-
mended co-trimoxazole (960 mg daily) for all individuals
with a CD4 count of <250 cell/pl and isoniazid (300 mg
daily for 6 months) for all newly registered HIV patients,
prescribing data were not available for this study. To-
gether, these data also highlight the importance of aut-
opsies, not least to review clinical performance within a
TB programme [6,22].

Two other studies make comparisons between timing
of death for first episode and retreated TB [9,37]. In
Malawi, 41% of deaths during first TB episodes occurred
in the first month of treatment, compared to 29% for
retreatment, but monthly mortality rates were not pre-
sented [9]. In India, retreatment was associated with
higher mortality (relative risk =1.93), but survival ana-
lysis indicated divergence in mortality between first and
retreatment episodes only after three months of treatment
[37]. In our study, although there was no difference in the
proportion of deaths occurring during the first month of
treatment for first and retreatment episodes (23% in both),
we observed a significant difference in early mortality
rates between the two groups (2.3/100 pm versus 4.7/
100 pm, adjusted IRR = 1.76), and our findings are consist-
ent with the overall higher mortality in retreated cases
found in other TB programmes [17,37]. Recurrent TB is
common among HIV positive patients in SSA, and can be
due to treatment failure, drug resistance, or reinfection.
Recurrence may be diagnosed earlier by improved follow-
up for patients completing TB treatment, and reduced by
isoniazid prophylaxis and ART [38].

In all patient groups, misdiagnosis is a serious concern.
Throughout SSA many deaths occur in patients mis-
takenly treated for TB [13,20,21,33,39,40]. In this TB
programme, among those with confirmed or probable TB,
only 50% (3/6) of deaths at autopsy in men not known to
have HIV and 34% (39/115) in HIV positive men could be
attributed to TB, whereas clinicians attributed the cause
of death to TB in 70% (7/10) and 65% (141/217) of deaths
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respectively. Even in the first month of treatment among
men with confirmed or probable TB, only 58% (15/26) of
deaths were attributable to TB at autopsy. Linked to this,
and supporting previous findings [39], we found that
mortality was strongly associated with diagnostic cer-
tainty, although we acknowledge that diagnosis might
be complicated by HIV infection and the increased mor-
tality found in “possible” TB cases might be attributable
to smear-negative or extrapulmonary TB as well to
other undiagnosed infections. It is likely that many men
in this programme were inappropriately diagnosed and
treated for TB from the outset, indicating preventable
deaths and the importance of performing proper diag-
nostic tests for TB [40].

This study is strengthened by statistical comparisons
of incident mortality, presented in conjunction with case
fatality, which assists inter-study comparisons because
most studies present one but not both statistics. The
study benefits from detailed company records showing
treatment outcomes for a large cohort but, for this rea-
son, includes only men employed at a platinum mine,
which may limit generalisability. Unlike goldminers, who
have an increased risk of TB due to silica dust exposure,
silicosis is not common in platinum miners, so the find-
ings are relevant to other hospital or occupational cohorts
[41,42]. The study is also strengthened by the availability
of cardio-respiratory autopsy data in many patients. The
autopsy data are likely to be representative of all deaths in
the programme, since the decision to conduct an autopsy
was independent of the clinical cause of death. Although
rich in mortality and autopsy data, the study is limited by
a lack of clinical data, which might provide further insight
into some findings. For example, information about TB
drug resistance and HIV disease progression was not
available, and some data were missing, including dates of
HIV testing and HIV negative tests, smear and culture
data prior to 2000, and the site of TB infection. We
recoded the HIV status of some men based on their cause
of death, which may introduce a bias, but we did so to
avoid overestimating the mortality in men otherwise
thought to be HIV negative. We note that the South
African guidelines on regimens for retreatment of TB
and ART eligibility changed after the end of the study
period. Finally, this study does not include undiagnosed
TB cases and there may be many TB deaths occurring
outside of the programme, which we have previously
shown to be an issue [21].

Conclusions

We found high mortality in the first month after starting
TB treatment in all patient groups, and we have used
autopsy data to document the high frequency of non-TB
deaths in a large TB programme. TB prevention and
earlier accurate diagnosis, recognition of the role of HIV
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and shorter pathways to TB treatment initiation may
reduce death rates. These findings suggest that resources
should continue to be targeted to improve diagnostic
accuracy and ensure effective clinical care in the early
stages of TB treatment.

Competing interests

RD was an employee of Rustenburg Platinum Mines Limited and a part-time
consultant to Anglo Platinum Ltd during the study. The other authors do not
have any commercial or other association that might pose a conflict of
interest.

Authors’ contributions

The study was conceived and designed by NF, ML, JM, and PS. NF prepared
the first draft of the manuscript. ML undertook the statistical analysis, with
support from NF, JG and PS. RD assisted with data collection and
management. JM collated the autopsy data, and JM and PS assigned causes
of death. All authors helped to draft the manuscript, and read and approved
the final manuscript.

Funding

The work was supported by the Colt Foundation (CF/04/08). NF is supported
by an NIHR Academic Clinical Lectureship and ML is supported by an
Australian Government NHMRC Sidney Sax Early Career Fellowship.

Author details

'Research Department of Infection and Population Health, University College
London, Mortimer Market Centre (off Capper St), London WC1E6JB, UK.
2Centre for Population Health, Burnet Institute, Melbourne, Australia.
3National Institute for Occupational Health, National Health Laboratory
Service and School of Public Health, University of the Witwatersrand,
Johannesburg, South Africa. “Rustenburg Platinum Mines Limited,
Rustenburg, South Africa. *Department of Infectious Disease Epidemiology,
London School of Hygiene and Tropical Medicine, London, UK.

Received: 25 March 2014 Accepted: 2 December 2014
Published online: 21 December 2014

References

1. Statistics South Africa: Mortality and causes of death in South Africa, 2008:
Findings from death notification. Pretoria: Statistics South Africa; 2010.

2. Abdool Karim SS, Churchyard GJ, Abdool Karim Q, Lawn SD: HIV infection
and tuberculosis in South Africa: an urgent need to escalate the public
health response. Lancet 2009, 374:921-933.

3. Lim MSC, Dowdeswell RJ, Murray J, Field N, Glynn JR, Sonnenberg P: The
impact of HIV, an antiretroviral programme and tuberculosis on
mortality in South African platinum miners, 1992-2010. PLoS One 2012,
7:238598.

4. Corbett EL, Marston B, Churchyard GJ, De Cock KM: Tuberculosis in
sub-Saharan Africa: opportunities, challenges, and change in the era
of antiretroviral treatment. Lancet 2006, 367:926-937.

5. van den Broek J, Mfinanga S, Moshiro C, O'Brien R, Mugomela A, Lefi M:
Impact of human immunodeficiency virus infection on the outcome of
treatment and survival of tuberculosis patients in Mwanza, Tanzania. Int
J Tubercul Lung Dis 1998, 2:547-552.

6. Burton JL, Underwood J: Clinical, educational, and epidemiological value
of autopsy. Lancet 2007, 369:1471-1480.

7. Connolly C, Davies GR, Wilkinson D: Impact of the human
immunodeficiency virus epidemic on mortality among adults with
tuberculosis in rural South Africa, 1991-1995. Int J Tubercul Lung Dis 1998,
2:919-925.

8. Harries AD, Nyangulu DS, Kang'ombe C, Ndalama D, Glynn JR, Banda H,
Wirima JJ, Salaniponi FM, Liomba G, Maher D, Nunn P: Treatment outcome
of an unselected cohort of tuberculosis patients in relation to human
immunodeficiency virus serostatus in Zomba Hospital, Malawi. Trans R
Soc Trop Med Hyg 1998, 92:343-347.

9. Harries AD, Hargreaves NJ, Gausi F, Kwanjana JH, Salaniponi FM: High early
death rate in tuberculosis patients in Malawi. Int J Tubercul Lung Dis 2001,
5:1000-1005.

20.

21.

22.

23.

24,

25.

26.

27.

28.

29.

Page 11 of 12

Kang'ombe CT, Harries AD, Ito K, Clark T, Nyirenda TE, Aldis W, Nunn PP,
Semba RD, Salaniponi FM: Long-term outcome in patients registered with
tuberculosis in Zomba, Malawi: mortality at 7 years according to initial
HIV status and type of TB. Int J Tubercul Lung Dis 2004, 8:329-836.
Kyeyune R, den Boon S, Cattamanchi A, Davis JL, Worodria W, Yoo SD,
Huang L: Causes of early mortality in HIV-infected TB suspects in an East
African referral hospital. J Acquir Immune Defic Syndr 2010, 55:446-450.
Elliott AM, Halwiindi B, Hayes RJ, Luo N, Mwinga AG, Tembo G, Machiels L,
Steenbergen G, Pobee JO, Nunn P: The impact of human
immunodeficiency virus on mortality of patients treated for tuberculosis
in a cohort study in Zambia. Trans R Soc Trop Med Hyg 1995, 89:78-82.
Mukadi YD, Maher D, Harries A: Tuberculosis case fatality rates in high HIV
prevalence populations in sub-Saharan Africa. Aids 2001, 15:143-152.
Nunn P, Brindle R, Carpenter L, Odhiambo J, Wasunna K, Newnham R,
Githui W, Gathua S, Omwega M, McAdam K: Cohort study of human
immunodeficiency virus infection in patients with tuberculosis in
Nairobi, Kenya. Analysis of early (6-month) mortality. Am Rev Respir Dis
1992, 146:849-854.

Seung KJ, Omatayo DB, Keshavjee S, Furin JJ, Farmer PE, Satti H: Early
outcomes of MDR-TB treatment in a high HIV-prevalence setting in
Southern Africa. PLoS One 2009, 4:¢7186.

Waitt CJ, Squire SB: A systematic review of risk factors for death in adults
during and after tuberculosis treatment. Int J Tubercul Lung Dis 2011,
15:871-885.

Murray J, Sonnenberg P, Shearer SC, Godfrey-Faussett P: Human immuno-
deficiency virus and the outcome of treatment for new and recurrent
pulmonary tuberculosis in African patients. Am J Respir Crit Care Med
1999, 159:733-740.

Churchyard GJ, Kleinschmidt |, Corbett EL, Murray J, Smit J, De Cock KM:
Factors associated with an increased case-fatality rate in HIV-infected
and non-infected South African gold miners with pulmonary tuberculosis.
Int J Tubercul Lung Dis 2000, 4:705-712.

Cain KP, Anekthananon T, Burapat C, Akksilp S, Mankhatitham W, Srinak C,
Nateniyom S, Sattayawuthipong W, Tasaneeyapan T, Varma JK: Causes of
death in HIV-infected persons who have tuberculosis, Thailand. Emerg
Infect Dis 2009, 15:258-264.

Korenromp EL, Bierrenbach AL, Williams BG, Dye C: The measurement and
estimation of tuberculosis mortality. Int J Tubercul Lung Dis 2009,
13:283-303.

Sonnenberg P, Lim MSC, Dowdeswell R, Field N, Glynn JR, Murray J:
Quantifying measurement errors in the estimation of tuberculosis
mortality: lessons from a population of South African platinum miners.
Int J Tubercul Lung Dis 2012, 16:1449-1454.

Mudenda V, Lucas S, Shibemba A, O'Grady J, Bates M, Kapata N, Schwank S,
Mwaba P, Atun R, Hoelscher M, Maeurer M, Zumla A: Tuberculosis and
Tuberculosis/HIV/AIDS-Associated Mortality in Africa: The Urgent Need
to Expand and Invest in Routine and Research Autopsies. J Infect Dis
2012, 205:5340-5346.

Koole O, Colebunders R: ART in low-resource settings: how to do more
with less. Lancet 2010, 376:396-398.

Charalambous S, Grant AD, Day JH, Pemba L, Chaisson RE, Kruger P,
Martin D, Wood R, Brink B, Churchyard GJ: Establishing a workplace
antiretroviral therapy programme in South Africa. AIDS Care 2007,
19:34-41.

Department of Health: National tuberculosis management guidelines 2008.
Pretoria: Department of Health, Republic of South Africa; 2009.

Katzenstein A-LA: Katzenstein and Askin's Surgical Pathology of Non-Neoplastic
Lung Disease. (Major Prob Pathol vol. 13). 4th edition. Edinburgh: Elsevier;
2006.

World Health Organization: Global tuberculosis report 2013: Annex 1Methods,
Table A1.2. Geneva: WHO; 2013. Accessed 23/10/13 via http://apps.who.int/
iris/bitstream/10665/91355/1/9789241564656_eng.pdf.

Akksilp S, Karnkawinpong O, Wattanaamornkiat W, Viriyakitja D,
Monkongdee P, Sitti W, Rienthong D, Siraprapasiri T, Wells CD, Tappero JW,
Varma JK: Antiretroviral therapy during tuberculosis treatment and
marked reduction in death rate of HIV-infected patients, Thailand. Emerg
Infect Dis 2007, 13:1001-1007.

Gupta A, Nadkarni G, Yang WT, Chandrasekhar A, Gupte N, Bisson GP,
Hosseinipour M, Gummadi N: Early mortality in adults initiating
antiretroviral therapy (ART) in low- and middle-income countries (LMIC):
a systematic review and meta-analysis. PLoS One 2011, 6:228691.


http://apps.who.int/iris/bitstream/10665/91355/1/9789241564656_eng.pdf
http://apps.who.int/iris/bitstream/10665/91355/1/9789241564656_eng.pdf

Field et al. BMC Infectious Diseases (2014) 14:3858

30.

32.

33.

34.

35.

36.

37.

38.

39.

40.

41.

42.

Abdool Karim SS, Naidoo K, Grobler A, Padayatchi N, Baxter C, Gray A,
Gengiah T, Nair G, Bamber S, Singh A, Khan M, Pienaar J, El-Sadr W, Friedland
G, Abdool Karim Q: Timing of initiation of antiretroviral drugs during
tuberculosis therapy. N Engl J Med 2010, 362:697-706.

Aderaye G, Bruchfeld J, Aseffa G, Nigussie Y, Melaku K, Woldeamanuel Y,
Asrat D, Worku A, Gaegziabher H, Lebaad M, Lindquist L: Pneumocystis
jiroveci pneumonia and other pulmonary infections in TB smear-negative
HIV-positive patients with atypical chest X-ray in Ethiopia. Scand J Infect Dis
2007, 39:1045-1053.

Worodria W, Okot-Nwang M, Yoo SD, Aisu T: Causes of lower respiratory
infection in HIV-infected Ugandan adults who are sputum AFB
smear-negative. Int J Tubercul Lung Dis 2003, 7:117-123.

Martinson NA, Karstaedt A, Venter WD, Omar T, King P, Mbengo T, Marais E,
Mclntyre J, Chaisson RE, Hale M: Causes of death in hospitalized adults
with a premortem diagnosis of tuberculosis: an autopsy study. AIDS
2007, 21:2043-2050.

Lowrance D, Makombe S, Harries A, Yu J, Aberle-Grasse J, Eiger O, Shiraishi
R, Marston B, Ellerbrock T, Libamba E: Lower early mortality rates among
patients receiving antiretroviral treatment at clinics offering cotrimoxazole
prophylaxis in Malawi. J Acquir Immune Defic Syndr 2007, 46:56-61.
Hoffmann CJ, Fielding KL, Charalambous S, Innes C, Chaisson RE, Grant AD,
Churchyard GJ: Reducing mortality with cotrimoxazole preventive
therapy at initiation of antiretroviral therapy in South Africa. Aids 2010,
24:1709-1716.

Wiktor SZ, Sassan-Morokro M, Grant AD, Abouya L, Karon JM, Maurice C,
Djomand G, Ackah A, Domoua K, Kadio A, Yapi A, Combe P, Tossou O, Roels
TH, Lackritz EM, Coulibaly D, De Cock KM, Coulibaly IM, Greenberg AE:
Efficacy of trimethoprim-sulphamethoxazole prophylaxis to decrease
morbidity and mortality in HIV-T-infected patients with tuberculosis in
Abidjan, Cote d'lvoire: a randomised controlled trial. Lancet 1999,
353:1469-1475.

Jonnalagada S, Harries AD, Zachariah R, Satyanarayana S, Tetali S, Keshav
Chander G, Rao S, Rao R, Peri S, Anchala R, Kannuri NK: The timing of death
in patients with tuberculosis who die during anti-tuberculosis treatment
in Andhra Pradesh, South India. BMC Public Health 2011, 11:921.

Chaisson RE, Churchyard GJ: Recurrent tuberculosis: relapse, reinfection,
and HIV. J Infect Dis 2010, 201:653-655.

Glynn JR, Warndorff DK, Fine PE, Munthali MM, Sichone W, Ponnighaus JM:
Measurement and determinants of tuberculosis outcome in Karonga
District, Malawi. Bull World Health Organ 1998, 76:295-305.

Field N, Murray J, Wong ML, Dowdeswell R, Dudumayo N, Rametsi L,
Martinson N, Lipman M, Glynn JR, Sonnenberg P: Missed opportunities in
TB diagnosis: a TB Process-Based Performance Review tool to evaluate
and improve clinical care. BVIC Public Health 2011, 11:127.

Cowie RL: The epidemiology of tuberculosis in gold miners with silicosis.
Am J Respir Crit Care Med 1994, 150:1460-1462.

Sonnenberg P, Murray J, Glynn JR, Shearer S, Kambashi B, Godrey-Faussett P:
HIV-1 and recurrence, relapse, and reinfection of tuberculosis after cure:
a cohort study in South African mineworkers. Lancet 2001, 357:890.

Page 12 of 12

~
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 BiolVed Central
J




	Abstract
	Background
	Methods
	Results
	Conclusions

	Background
	Methods
	Results
	Discussion
	Conclusions
	Competing interests
	Authors’ contributions
	Funding
	Author details
	References

