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ABSTRACT The diagnosis of tuberculosis (TB) in HIV-infected patients is challeng-
ing. Both a urinary lipoarabinomannan (LAM) test (Alere TB LAM) and GeneXpert-
MTB/RIF (Xpert) are useful for the diagnosis of TB. However, how to optimally inte-
grate Xpert and LAM tests into clinical practice algorithms remain unclear. We
performed a post hoc analysis of 561 HIV-infected sputum-expectorating patients
(median CD4 count of 130 cells/ml) from a previously published randomized con-
trolled trial evaluating the LAM test in hospitalized HIV-infected patients with sus-
pected TB. We evaluated 5 different diagnostic strategies using sputum culture as a
reference standard (Xpert alone, LAM alone, sequential Xpert followed by LAM and
vice versa [LAM in Xpert-negative patients and Xpert in LAM-negative patients], and
both tests concurrently [LAM + Xpert]). A cost-consequence analysis was performed.
Strategy-specific sensitivity and specificity, using culture as a reference, were similar
with the Xpert-only and sequential and concurrent strategies. However, when any
positive TB-specific test was used as a reference, the incremental yield of LAM over
Xpert was 29.6% (45/152) and that of Xpert over LAM was 75% (84/11). The incre-
mental yield of LAM increased with decreasing CD4 count. The costs per TB case di-
agnosed were similar for the sequential and concurrent strategies ($1,617 to $1,626).
In sputum-expectorating hospitalized patients with advanced HIV and access to both
tests, concurrent testing with Xpert and LAM may be the best strategy for diagnos-
ing TB. These data inform clinical practice in settings where TB and HIV are endemic.

KEYWORDS tuberculosis, HIV, lipoarabinomannan, GeneXpert MTB/RIF,
Mycobacterium tuberculosis, human immunodeficiency virus

n sub-Saharan Africa, the co-epidemics of tuberculosis (TB) and HIV are out of control
(1). Approximately 70% of all incident TB cases in HIV-infected persons occur in Africa,
and 17% of the total TB deaths are associated with HIV (2). The high case fatality rate
from HIV-TB coinfection is related to disseminated and extrapulmonary forms of TB
(EPTB) in patients with advanced immunosuppression (3), where the diagnosis is often
missed or delayed. Indeed, postmortem studies demonstrate that TB is the cause of
death in 40 to 60% of hospitalized HIV patients (4-6), with the diagnosis having been
missed in over 45% of patients (4-6).
However, two tests have recently been shown to be effective for TB diagnosis in the
setting of advanced HIV coinfection. The GeneXpert MTB/RIF test (Xpert) is an auto-
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mated, sputum-based, real-time PCR assay that permits rapid identification of Myco-
bacterium tuberculosis and determination of rifampicin resistance (7). However, while
access to Xpert testing has been proven to reduce time to treatment initiation (8, 9), it
performs suboptimally in HIV-infected patients, who often have sputum smear-
negative disease (10). The Alere Determine TB LAM Ag lateral flow strip test is a bedside
urine-based test that identifies lipoarabinomannan (LAM), a glycolipid component of
the mycobacterial cell wall, and provides a result in 25 min (11). It is World Health
Organization (WHO) approved for use in HIV-infected patients with advanced immu-
nosuppression (12, 13) and has been shown to reduce mortality in hospitalized
HIV-positive patients when used to guide TB treatment initiation (14, 15). The urine LAM
test has obvious advantages, as it is a point-of-care test facilitating rapid treatment
initiation, the sample is easy to collect, and sample collection does not entail the same
infection control concerns as that of sputum.

Current WHO guidelines recommend urine LAM testing in all HIV-infected hospital-
ized patients with advanced immunosuppression (CD4 count of <100 cells/ml or stage
3/4 disease) or who are seriously ill, irrespective of signs or symptoms of TB (16). Thus,
the LAM test should be used as a screening test in this population. In hospitalized
HIV-infected persons with a CD4 count of >100 cells/ml, LAM testing is also indicated
in those with signs and symptoms of TB.

However, the guidelines are unclear on how newer tests like Xpert and the LAM test
should be integrated into clinical practice in high-HIV-prevalence settings. This is a
critical unanswered question in settings where TB and HIV are endemic and where,
often, either only one or both tests are available. Thus, it is unclear whether, in
individual test-specific settings, performing testing sequentially or concurrently may be
more useful; the cost implications thereof remain unstudied. To address this question,
we evaluated the test performance and cost consequence (per TB case diagnosed) of
5 testing strategies (individual [Xpert or urine LAM test alone], sequential [Xpert in
LAM-negative patients or urine LAM test in Xpert-negative patients], or concurrent
testing) in a large cohort of sputum-expectorating hospitalized HIV-infected patients
that formed part of a larger parent study, the results of which are reported elsewhere
(14).

MATERIALS AND METHODS

Study design, conduct, and oversight. This study represents a post hoc subgroup analysis of data
from a pragmatic, randomized, parallel-arm, multicenter study with stratified randomization by country.
The primary analysis has already been reported (14). Prior to patient recruitment into the parent study,
the study was approved by the appropriate national regulatory authorities, by the University of Cape
Town Human Research Ethics Committee (HREC 007/2012), and by the ethics committee at each site. All
patients provided informed consent in their first language prior to enrollment into the parent study. This
trial was registered with Clinicaltrials.gov, number NCT01770730 (https://clinicaltrials.gov/ct2/show/
NCT01770730).

Study patients, enrollment criteria, and randomization. Patients admitted to 10 urban or peri-
urban hospitals in South Africa, Tanzania, Zambia, and Zimbabwe were screened for study inclusion. A
detailed description of hospital care, HIV and TB prevalence, routine clinical care, and the diagnostics
infrastructure at each hospital was reported previously (14). The inclusion criteria included (i) HIV
infection; (ii) at least one of the following symptoms: current fever or cough, drenching night sweats, or
self-reported loss of weight; (iii) illness severe enough to necessitate hospitalization; (iv) age of =18 years;
(v) granting of informed consent. The exclusion criteria included (i) receipt of any anti-TB medication in
the 60 days prior to testing and (ii) inability to provide at least 30 ml urine. Eligible patients were
randomized to receive standard available TB diagnostics at each center or standard TB diagnostics plus
adjunctive LAM, using centralized computer-generated allocation lists, stratified by country. The patients
and the study team were not blinded to both allocation and test results.

Procedures and standard clinical management. In addition to a urine specimen, patients were
asked to expectorate a minimum of two sputum samples for routine TB diagnosis. For patients unable
to self-expectorate, sputum induction was employed. Clinical assessment by the attending physicians
and chest X-ray facilities were available in most cases; however, additional radiology and nonsputum
sampling were differentially available in study hospitals, and requesting these investigations was at the
discretion of the attending clinical team. Xpert was performed on ~1 ml of sputum, according to
manufacturer’s instructions (Cepheid, Inc., USA), at all study sites. The urine LAM test was performed at
the bedside, according to manufacturer’s instructions (Alere, USA). A grade 2 cutoff point or higher was
deemed a positive urine LAM result. The attending clinical team made all decisions regarding patient
therapy and initiation of anti-TB treatment and the timing thereof, including acting upon the LAM test
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1257 patients received LAM testing in the parent study

Exclusion n = 696%
No culture results n =92
No Xpert result n = 601
No LAM result n =3

561 patients included in the analysis
|
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FIG 1 Flow diagram demonstrating patient selection and distribution of TB-positive results (LAM, lipoarabinomannan testing; Xpert, GeneXpert MTB/RIF). &,
Excluded patients had similar demographic characteristics and approximately 27% were sputum scarce. #, LAM and/or Xpert and/or Bactec MGIT 960 TB

culture-positive.

results. The WHO guidelines for the treatment of smear-negative tuberculosis were routinely used at
study hospitals.

Patient selection for post hoc analysis. For this analysis, only patients randomized to the LAM test
group and for whom Xpert and sputum culture results were available were included (561 patients of the
1,257 patients randomized to the LAM test group) (Fig. 1).

Outcomes and statistical analysis. The goal of this analysis was to assess the utility of single or
sequential TB testing strategies incorporating urine LAM and/or Xpert in HIV-infected patients admitted
for suspected TB. The sensitivity, specificity, positive predictive value (PPV), and negative predictive value
(NPV) were calculated for 5 different strategies using sputum culture positivity as a reference standard:
(i) performing Xpert alone; (ii) performing the urine LAM test alone; (iii) performing Xpert only in patients
with an initial negative LAM result, (iv) performing LAM testing only in patients with an initial negative
Xpert result, and (v) performing Xpert and LAM concurrently (LAM+Xpert).

In addition, the incremental yield of LAM and Xpert tests in the sequential testing strategies (Xpert
in LAM-negative patients and LAM in Xpert-negative patients) was determined using either sputum
culture positivity or any positive TB test (LAM, Xpert, and/or sputum culture) as a reference standard. An
a priori subgroup analysis was performed on those with CD4 counts of =200 and =50 cells/mm3, as the
diagnostic performance of urine LAM improves with lower CD4 counts (17). All analyses were performed
using Stata V13 (StataCorp). Exact binomial 95% confidence intervals were calculated for proportions,
and differences in proportions were calculated (with 95% confidence intervals using a normal approx-
imation) for comparisons between diagnostic approaches.

Economic evaluation (cost analysis). A cost-consequence analysis was performed from the South
African health care provider perspective to evaluate the different diagnostic strategies 1 to 5 mentioned
above. Costs were expressed in 2018 U.S. dollars at an exchange rate of 13.20 South African rands to 1
U.S. dollar (http://wdi.worldbank.org/table/4.16). Costs were subsequently inflated to the year of analysis
where appropriate using the World Bank Consumer Price Index for South Africa (https://data.worldbank
.org/indicator/FP.CPL.TOTL?locations=ZA). The unit cost of Xpert was obtained from the National Health
Laboratory Service (NHLS) and represents the actual cost incurred by the South African National TB
Program. Such estimates have been used in other health economic studies (18-20). The unit cost of the
urine LAM test was calculated using an ingredients approach and included the cost of the assay
(provided by Alere), other consumables, and staff. The cost of anti-TB treatment for 6 months was
obtained from the WHO South African tuberculosis finance profile (21). No discount rate was applied due
to the short time frame of the analysis. Model probabilities were calculated based on test sensitivities and
specificities reported in Table 2. Outcomes were normalized to 1,000 patients screened per strategy. The
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Patients stratified to CD4 counts

All patients =200 mm?3 >200 mm?3 Unknown

Variable (n = 561) (n = 361) (n=143) (n = 57) P value®
Median age, yrs (95% Cl) 36.0 (18-75) 37.3 (19-70) 37.6 (18-75) 36.8 (19-61) 0.31
No. of males:females (% male) 294:267 (52.4) 190:171 (52.6) 77:66 (53.8) 27:30 (47.3) 0.71
Country of origin, no. (%) 0.79

South Africa 151 70 (27.5) 74 (29.1) 7 (13.5)

Tanzania 193 96 (37.7) 97 (38.2) 0 (0.0)

Zambia 217 89 (34.9) 83 (32.7) 45 (86.5)
Median Karnofsky score (95% Cl) 60 (20-90) 60.0 (20-90) 60.0 (30-90) 50.0 (50-60) 0.91
Median CD4 count, cells/mm3 (95% Cl)

Total 99.5 (1-933) 58 (1-199) 320 (201-933) 0.0001

Patients with any positive TB result 73.0 (1-695) 44 (1-199) 283 (206-695) 0.0001
Median BMI (95% Cl)® 18.7 (9-37) 18.6 (9-27) 19.4 (10-37) 17.1 (16.6-19.3) 0.002
No. of positive culture results/total (%) 178/561 (31.7) 127/361 (35.2) 35/143 (24.5) 16/57 (28.1) 0.02

aValue for the group with CD4 counts of =200 versus those with count of >200 cells/mm3. Boldface indicates statistical significance.

bBMI, body mass index.

cost-effectiveness of each strategy was reported as the cost per culture-positive case diagnosed and
started on treatment (per 1,000 patients screened). Other effectiveness measures were also considered
(see the supplemental text). A univariate analysis was performed to determine the effect of varying
specific parameter inputs for each strategy. Details of all costs, model parameters, and model assump-
tions are provided in the supplemental text.

RESULTS

Of the 1,257 patients randomized to the LAM study arm, 561 patients were selected
for analysis based on availability of sputum culture results and Xpert results for analysis
(Fig. 1). The baseline patient characteristics are summarized in Table 1. The reference
standard for the diagnosis of TB in the primary analysis was a positive sputum culture,
which was reported for 31.7% of this cohort (178/561). Any positive TB-specific test
(Xpert, urine LAM test, or sputum culture) was used as a reference standard in
secondary analyses.

Test characteristics of single, sequential, and concurrent testing strategies
incorporating the LAM and Xpert tests in hospitalized patients irrespective of CD4
counts. The sensitivities, specificities, PPVs, and NPVs (95% confidence intervals [Cls]) of
the different strategies were as follows (Table 2): for Xpert only, 74.7% (67.7% to 80.9%),
95.1% (92.4% to 97.0%), 87.5% (81.2% to 92.3%), and 89.0% (85.6% to 91.9%), respec-
tively; for LAM testing only, 38.2% (30.9% to 45.7%), 88.3% (84.6% to 91.3%), 60.2%
(50.5% to 69.3%), and 75.5% (71.3% to 79.4%), respectively; and for sequential
(Xpert in LAM-negative patients and LAM in Xpert-negative patients) and concurrent
(LAM+Xpert) testing, 78.1% (71.3% to 83.9%), 85.1% (81.2% to 88.5%), 70.9% (65.5% to
75.8%) and 89.3% (86.3% to 91.7%), respectively. When the sequential/concurrent

TABLE 2 Diagnostic performance of sputum-based Xpert MTB/RIF and urine-based Alere Determine TB LAM Ag testing irrespective of

CD4 count?

% (95% Cl) Likelihood ratio
Test strategy Sensitivity Specificity PPV NPV Positive Negative
Xpert MTB/RIF only 74.7 (67.7-80.9)  95.1 (92.4-97.0) 87.5(81.2-92.3)  89.0 (85.6-91.9)  15.1 (9.7-23.6)  0.27 (0.2-0.34)
Urine LAM test only 382 (31.0-457) 883 (84.6-91.3) 602 (50.5-69.3) 75.5(71.3-79.4) 3.3 (2.3-4.5) 0.7 (0.6-0.8)

Sequential or concurrent testing? 78.1 (71.3-83.9) 85.1 (81.2-88.5) 70.9 (65.5-75.8) 89.3 (86.3-91.7)

5.3 (4.1-6.8) 0.3 (0.2-0.34)

aDiagnostic performance of sputum-based Xpert MTB/RIF and urine-based Alere Determine TB LAM Ag testing using single and sequential testing strategies in HIV-

infected hospitalized patients irrespective of CD4 count and using sputum culture positivity as the reference standard.

bSequential testing refers to performing Xpert for LAM-negative patients or LAM for Xpert-negative patients; concurrent testing refers to both tests being performed
at the same time rather than reflex testing based on the initial test result (in all 3 scenarios, the number of TB cases diagnosed remains the same, and hence,

sensitivities and specificities are identical).
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TABLE 3 Diagnostic performance of sputum-based Xpert MTB/RIF and urine-based Alere LAM testing in patients with CD4 counts of <50

and =200 cells/mm3a

% (95% Cl)

CD4 count

Reference standard (cells/fmm3) Test strategy® Sensitivity Specificity PPV NPV
Sputum culture positivity =50 Xpert MTB/RIF only 81.5 (71.3-89.2) 94.3 (89.1-97.5) 89.2 (79.8-95.2) 89.9 (83.8-94.2)
Urine LAM test only 60.0 (47.1-72.0) 81.7 (72.9-88.6) 67.2 (53.7-79.0) 76.6 (67.6-84.1)
Sequential or concurrent testing 89.2 (79.1-95.6) 79.8 (70.8-87.0) 73.4 (62.3-82.7) 92.2 (84.6-96.8)
=200 Xpert MTB/RIF Only 80.3 (72.3-86.8) 94.9 89.5 (82.3-94.4) 90.0 (85.5-92.4)
Urine LAM test only 449 (36.1-54.0) 88.1 67.1 (56.0-76.9) 74.8 (69.3-79.8)
Sequential or concurrent testing 83.5 (75.8-89.5) 84.7 (79.5-89.1) 74.6 (66.7-81.6) 90.5 (85.8-94.0)
Any microbiological test =50 Xpert MTB/RIF only 71.3 (60.6-80.5) 77.1 (70.7-82.4)
positivity© Urine LAM test only 66.7 (55.8-76.4) 74.3 (68.3-79.6)
Sequential or concurrent testing  92.0 (84.1-96.7) 92.3 (85.5-96.1)
=200 Xpert MTB/RIF only 69.9 (62.3-76.9) 80.3 (76.4-83.8)
Urine LAM test only 52.2 (44.1-60.0) 71.9 (68.6-75.1)
Sequential or concurrent testing 87.1 (81.0-91.8) 90.5 (86.5-93.4)

aDiagnostic performance of sputum-based Xpert MTB/RIF and urine-based Alere LAM in single, sequential, and concurrent testing strategies in HIV-infected
hospitalized patients with CD4 counts of =50 and =200 cells/mm?3 using sputum culture or any microbiological test positivity as a reference.
bSequential testing refers to performing Xpert in LAM-negative patients or LAM in Xpert-negative patients; concurrent testing refers to performing both Xpert and

LAM concurrently.

Specificity and PPV could not be determined when any microbiological test positivity is used as a reference standard (as this will always equate to 100%).

testing strategies were compared to Xpert only, there was a significant decrease in
specificity (10.0% difference [95% Cl, 6.2% to 14.6%]; P < 0.0001) and PPV (16.6%
difference [95% Cl, 9.1% to 25.7%]; P = 0.001). However, no difference in sensitivity
(—3.4% difference [95% Cl, —12.2% to 5.4%]; P = 0.22) and NPV was observed (—0.3%
difference [95% Cl, —4.6% to 4.0%]; P = 0.45).

Test characteristics of single and sequential/concurrent testing strategies in-
corporating LAM and Xpert testing in hospitalized patients with CD4 counts of
=50 and =200 cells/mm3. When test performance was assessed in patients with CD4
counts of =50 cells/mm3, the LAM test-only strategy showed improved sensitivity and
PPV (60.0% [47.1% to 72.0%] and 67.2% [53.7% to 79.0%], respectively) (Table 3) but a
slightly reduced specificity and NPV (81.7% [72.9% to 88.6%] and 77.0% [68.1% to
84.4%], respectively), compared to the entire cohort (not stratified by CD4 count). A
similar pattern was observed in the Xpert-only strategy, with a sensitivity, specificity,
PPV, and NPV of 81.5% (71.3% to 89.2%), 94.3% (88.1% to 97.9%), 89.2% (79.8% to
95.2%), and 89.9% (83.8% to 94.2%), respectively (Table 3). However, sequential/
concurrent testing did not show a significant difference in sensitivity compared to
Xpert only (89.2% [79.1% to 95.6%]; P = 0.28) in this patient group. A similar pattern,
albeit to a lesser extent, was observed when patients with CD4 counts of =200 cells/
mm?3 were analyzed (Table 3).

Incremental yield of urine LAM testing and Xpert in sequential testing strate-
gies. The incremental yield of urine LAM testing in the strategy of using the LAM test
in Xpert-negative patients was 4.5% (6 urine LAM-positive results/132 Xpert-positive
results) (Table 4), while the incremental yield of Xpert testing in the LAM-negative
strategy was 104% (71 Xpert-positive results/68 urine LAM-positive results). When the
analysis was repeated using any positive TB microbiological test (urine LAM test, Xpert,
or sputum culture) as a reference standard for the diagnosis of TB (as is the case in
clinical practice), the incremental yield of LAM in the strategy of using the LAM test in
Xpert-negative patients increased from 4.5% (with sputum culture as a reference) to
29.6% (Table 4). The incremental yield of Xpert or LAM testing, using any positive
microbiological test for TB as a reference standard, was also dependent on CD4 count
(Fig. 2).

Economic evaluation. The total costs of the sequential (LAM in Xpert-negative and
Xpert in LAM-negative patients) and concurrent (LAM+Xpert) testing strategies were
similar, ranging from $400,656 to $402,909 per 1,000 patients screened (Table 5). Costs
associated with unnecessary treatment were higher in the sequential and concurrent
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TABLE 4 Incremental yield of urine LAM and Xpert in sequential testing strategies using different reference standards

Incremental diagnostic yield (%)

Diagnostic reference % of patients diagnosed with in patients who test negative
Testing strategy standard® TB with the initial test® with the initial testc
Xpert followed by LAM in Xpert- TB culture 74.7 (133/178) 4.5 (6/133)
negative patients Any TB-positive test 64.7 (152/235) 29.6 (45/152)
LAM followed by Xpert in LAM- TB culture 38.2 (68/178) 104 (71/68)
negative patients Any TB-positive test 47.6 (112/235) 75 (84/112)

aAny positive test refers to a positive result obtained from MGIT sputum culture, Xpert MTB/RIF, or urine LAM testing. It is acknowledged that inclusion of Xpert or
LAM in the reference standard represents inclusion bias that tends to overestimate sensitivity (data are provided for purposes of comparison).

bNumbers in parentheses are number of positive patients/total.

“Numbers in parentheses are Xpert-positive results/LAM-positive results.

testing strategies ($186,228 to $187,235 per 1,000 patients screened), as more individ-
uals with false-positive test results were started on treatment. LAM testing only was the
cheapest strategy, followed by Xpert only ($305,927 and $355,358 per 1,000 patients
screened, respectively). The higher cost of sequential/concurrent testing was a conse-
quence of more individuals being correctly diagnosed and subsequently started on
treatment (248 patients in each strategy) compared to LAM only (121 patients) and
Xpert only (237 patients). However, sequential/concurrent testing also had the fewest
missed culture-positive TB cases (49 patients in each strategy) and empirically treated
patients (195 patients in each strategy; see Table S6 in the supplemental material). The
costs per culture-positive case diagnosed and started on treatment for the sequential
and concurrent testing strategies were very similar (costs for LAM in Xpert-negative
patients, Xpert in LAM-negative patients, and LAM+Xpert strategies were $1,617,
$1,621, and $1,625, respectively) but still slightly higher than for Xpert only ($1,500).
LAM testing only remained the least cost-effective strategy ($2,525) (Table 5).

A univariate sensitivity analysis indicated that TB prevalence, the rate of empirical
treatment, and TB treatment costs were the most influential parameters on cost-
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FIG 2 Incremental yield of LAM testing (LAM positivity in Xpert-negative patients) and Xpert (Xpert

positivity in LAM-negative patients) when any positive TB specific test was used as a reference standard
in patients with CD4 counts of =200 cells/mm3.
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effectiveness (Fig. S3). Subsequently, the cost per culture-positive patient diagnosed
and started on treatment for each strategy was plotted against increasing TB preva-
lence and empirical TB treatment rate, as these tend to vary widely in different settings.
The cost-effectiveness values decreased as prevalence increased, but the rankings
remained unchanged (Xpert alone was cheapest, followed by sequential/concurrent
strategies). However, the magnitude of the cost difference between the sequential/
concurrent testing strategies and Xpert only decreased (Fig. S4A). A similar reduction in
the cost difference between strategies was observed when empirical treatment rate
increased, until ~70%, when the cost per outcome of the sequential/concurrent
strategies became less than that of Xpert alone (Fig. S4B). In both cases, the LAM-only
strategy was the least cost-effective.

DISCUSSION

We evaluated the benefit of using Xpert and urine LAM testing performed either
singly, sequentially, or concurrently in sputum-expectorating, hospitalized, HIV-infected
patients with suspected TB. Our key findings were as follows: (i) Xpert performs better
than the urine LAM test, irrespective of CD4 count; (ii) serial/concurrent testing using
Xpert and LAM (Xpert in LAM-negative patients, LAM in Xpert-negative patients, and
LAM+Xpert) improves sensitivity over either test alone; (iii) LAM+Xpert may be the
most appropriate strategy for diagnosing TB, especially in the setting of advanced
immunosuppression (CD4 count of =200 cells/mms3), since each of these tests inde-
pendently diagnoses patients with active TB, and moreover, the incremental yield of
LAM over Xpert increases with increasing immunosuppression; and (iv) the costs per TB
case diagnosed and started on treatment were similar for the sequential and concur-
rent strategies ($1,617 to $1,625) and only ~$120 more than the Xpert-only strategy.

There are few data about how to optimally use or combine different TB tests in a
clinical setting. A positive result with either Xpert or LAM is considered diagnostic for
TB and will prompt the clinician to treat for TB. Given this consideration, we analyzed
the data using 2 reference standards: (i) sputum culture positivity and (ii) any TB
microbiological test positivity. Using the former (Table 4), urine LAM provided a modest
incremental yield of 4.5% (6 patients) in Xpert-negative patients. In contrast, when
Xpert, sputum culture, or LAM positivity (i.e., any microbiological test positivity) was
used as a reference, the urine LAM test incremental yield was ~30% in Xpert-negative
patients. This group (Xpert negative and LAM positive) had the lowest Karnofsky scores
and highest mortality in our cohort (Table S2). When only patients with CD4* counts
of =50 cells/ul were included, LAM sensitivity improved by 20% and 26% when sputum
culture and any positive microbiological test were used as references, respectively. This
suggests that the patients with lower CD4 counts benefit most from LAM testing.
However, even in this group with advanced HIV, the overall sensitivity of Xpert was
superior to that of LAM (Table 3). Thus, our data support the need for a strategy
incorporating both tests, especially at lower CD4 counts (=200 cells/mm?3), given that
each test independently identifies patients with active TB (in this scenario, a patient’s
urine and sputum samples would be taken simultaneously and both tests would be run
concurrently).

Our findings are consistent with a Ugandan study in which a combination of LAM
and sputum Xpert testing had a greater sensitivity than either test alone (22). Impor-
tantly, the parent study (17) demonstrated a survival benefit with a LAM-guided testing
strategy due to more rapid treatment initiation. More recently, the STAMP trial, which
assessed patient outcomes using a concurrent LAM and Xpert diagnostic strategy,
demonstrated significantly reduced mortality (7.1%) in patients with CD4 counts of
<100 cells/ul and detected more TB cases compared to Xpert alone (21.9% versus
14.9%; P < 0.001) (15). Thus, in sputum-expectorating patients, concurrent testing
leverages the advantages of both tests, i.e., LAM allows rapid treatment initiation while
Xpert results are awaited to ascertain resistance to rifampicin (Xpert results may take up
to 10 days in some settings where these diseases are endemic and has obvious
relevance in settings where rifampicin resistance is common) (23, 24); this strategy is
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also broadly cost neutral. However, there is also a reduction in specificity with sequen-
tial/concurrent testing, especially at low CD4 counts, that subsequently results in a
higher number of false positives. As such, the consequences of initiating treatment
unnecessarily must also be considered when a testing strategy is chosen, especially
when there is an increased risk of adverse drug reactions, such as those associated with
second-line TB treatment. Furthermore, in patients who are unable to expectorate
sputum, LAM testing is the obvious first choice, and our findings in this subgroup
(patients with scarce sputum) have been reported separately (25).

There are no cost-related data to inform test selection in settings where TB is
endemic. Our cost-consequence analysis indicated that the costs per culture-positive
patient diagnosed and started on treatment for the sequential/concurrent strategies
were similar ($1,617 to $1,626) and only marginally higher than that of using Xpert
alone ($1,500). The cost similarity is explained by the LAM assay having a low unit cost,
and it had little contribution to the overall strategy-specific costs. Treatment costs were
greater with sequential/concurrent testing because more culture-positive patients were
started on treatment than with the Xpert-only (11 more patients) and LAM test-only
(127 more patients) strategies. However, the additional cost of ~$120 for every TB
patient diagnosed and started on treatment when LAM testing is incorporated into
Xpert-based diagnostic strategies is likely justifiable, as hospitalized patients with
advanced HIV immunosuppression are at higher risk for misdiagnosis and poor out-
comes if treatment is not rapidly initiated (26). This is in agreement with other
cost-effectiveness studies evaluating the addition of LAM testing to existing TB diag-
nostic tests (27), including one related to the STAMP trial (28). Implementation costs of
these strategies would also likely be affordable given the relatively low LAM unit test
cost and lack of need for additional infrastructure or expertise. Furthermore, the
sequential/concurrent strategies were more cost-effective than Xpert only at high TB
prevalence and high empirical treatment rates, making this a particularly economically
attractive approach in such settings.

Our study has several limitations. We confined our analysis to patients who could
expectorate sputum, yet LAM may be most beneficial in those whose sputum is scarce
or who have EPTB. However, the main aim of our study was to inform diagnostic
algorithms in settings where other rapid sputum-based diagnostics, such as Xpert, were
available, and the findings in patients with scarce sputum were published elsewhere
(25). Furthermore, this was a post hoc analysis, utilizing a limited subset of the patients
recruited into the parent study, which may limit generalizability of the findings.
However, patients were recruited from 4 different countries in sub-Saharan Africa, and
this is the largest study to date comparing LAM test and Xpert incremental yields in
patients from whom sputum could be obtained. Third, the parent study was conducted
before the availability of Xpert Ultra, which is a more sensitive test (29), but it is unlikely
that this would have impacted our conclusions (Ultra overall has an ~5% increased
sensitivity and a disadvantage of a higher false-positive rate in patients with a history
of TB) (29). It is possible that the LAM test may provide additional diagnostic value
when Xpert Ultra trace results in high-risk populations are interpreted (but not for
detection of rifampicin resistance, which cannot be inferred using a trace readout).
Finally, cost-effectiveness was calculated using clinical outcomes rather than single-
utility metrics such as disability-adjusted life years (DALYs), so we cannot explicitly state
that these strategies are cost-effective compared to Xpert only in the traditional sense,
i.e., below the classical willingness-to-pay threshold of three times the per-capita GDP
per DALY averted. Furthermore, we did not incorporate other clinical outcomes, such
as death or additional TB cases missed due to insufficient data. Given the high mortality
risk in this population, it is likely that inclusion of these effects would, if anything, have
improved the cost-effectiveness of the sequential/concurrent strategies.

Conclusion. In sputum-expectorating hospitalized patients with advanced HIV and
access to both tests, concurrent testing with Xpert and LAM is the most appropriate
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strategy for diagnosing TB. These data inform clinical practice in settings where TB and
HIV are endemic.

SUPPLEMENTAL MATERIAL

Supplemental material is available online only.
SUPPLEMENTAL FILE 1, PDF file, 1.1 MB.

ACKNOWLEDGMENTS

uted to the primary study.
K.D. is supported by the South African National Research Foundation, South African
MRC (RFA-EMU-02-2017), and the EDCTP (TMA-2015SF-1043 & TMA-1051-TESAII). A.E. is
supported by the EDCTP (CDF2015). The funders had no role in the study design, data
collection and interpretation, or the decision to submit the work for publication.

We acknowledge the patients and study personnel who participated and contrib-

AE., AP, NF.S. and KD. were involved in the conception of the study. N.F.S., A.E,

M.S.B., and K.D. were involved in study design. A.E.,, N.F.S,, A.P., M.F., S.0., and M.S.B. did
the analysis. A.E., N.F.S., AP, MS.B,, S.0., M.T., and K.D. interpreted the data. All authors
read and approved the manuscript.
K.D. has obtained speaker fees at industry-sponsored symposia and nonfinancial
support from Alere in the form of kits and test strips, outside the submitted work. No
other authors declare competing interests.

REFERENCES

1.

October 2020 Volume 58

Dheda K, Gumbo T, Maartens G, Dooley KE, McNerney R, Murray M, Furin
J, Nardell EA, London L, Lessem E, Theron G, van Helden P, Niemann S,
Merker M, Dowdy D, Van Rie A, Siu GK, Pasipanodya JG, Rodrigues C,
Clark TG, Sirgel FA, Esmail A, Lin HH, Atre SR, Schaaf HS, Chang KC, Lange
C, Nahid P, Udwadia ZF, Horsburgh CR, Jr, Churchyard GJ, Menzies D,
Hesseling AC, Nuermberger E, Mcllleron H, Fennelly KP, Goemaere E,
Jaramillo E, Low M, Jara CM, Padayatchi N, Warren RM. 2017. The
epidemiology, pathogenesis, transmission, diagnosis, and management
of multidrug-resistant, extensively drug-resistant, and incurable tuber-
culosis. Lancet Respir Med 5:291-360. https://doi.org/10.1016/52213
-2600(17)30079-6.

. WHO. 2019. WHO global tuberculosis report 2019. https://apps.who.int/

iris/bitstream/handle/10665/329368/9789241565714-eng.pdf?ua=1.

. Dheda K, Barry CE, Ill, Maartens G. 2015. Tuberculosis. Lancet 387:

1211-1226. https://doi.org/10.1016/50140-6736(15)00151-8.

. Bates M, Mudenda V, Shibemba A, Kaluwaji J, Tembo J, Kabwe M,

Chimoga C, Chilukutu L, Chilufya M, Kapata N, Hoelscher M, Maeurer M,
Mwaba P, Zumla A. 2015. Burden of tuberculosis at post mortem in
inpatients at a tertiary referral centre in sub-Saharan Africa: a prospec-
tive descriptive autopsy study. Lancet Infect Dis 15:544-551. https://doi
.0rg/10.1016/51473-3099(15)70058-7.

. Gupta RK, Lucas SB, Fielding KL, Lawn SD. 2015. Prevalence of tubercu-

losis in post-mortem studies of HIV-infected adults and children in
resource-limited settings: a systematic review and meta-analysis. AIDS
29:1987-2002. https://doi.org/10.1097/QAD.0000000000000802.

. Karat AS, Omar T, von Gottberg A, Tlali M, Chihota VN, Churchyard GJ,

Fielding KL, Johnson S, Martinson NA, McCarthy K, Wolter N, Wong EB,
Charalambous S, Grant AD. 2016. Autopsy prevalence of tuberculosis
and other potentially treatable infections among adults with advanced
HIV enrolled in out-patient care in South Africa. PLoS One 11:0166158.
https://doi.org/10.1371/journal.pone.0166158.

. Helb D, Jones M, Story E, Boehme C, Wallace E, Ho K, Kop J, Owens MR,

Rodgers R, Banada P, Safi H, Blakemore R, Lan NT, Jones-Lopez EC, Levi
M, Burday M, Ayakaka I, Mugerwa RD, McMillan B, Winn-Deen E, Christel
L, Dailey P, Perkins MD, Persing DH, Alland D. 2010. Rapid detection of
Mycobacterium tuberculosis and rifampin resistance by use of on-
demand, near-patient technology. J Clin Microbiol 48:229-237. https://
doi.org/10.1128/JCM.01463-09.

. Boehme CC, Nicol MP, Nabeta P, Michael JS, Gotuzzo E, Tahirli R, Gler MT,

Blakemore R, Worodria W, Gray C, Huang L, Caceres T, Mehdiyev R,
Raymond L, Whitelaw A, Sagadevan K, Alexander H, Albert H, Cobelens
F, Cox H, Alland D, Perkins MD. 2011. Feasibility, diagnostic accuracy, and
effectiveness of decentralised use of the Xpert MTB/RIF test for diagnosis

Issue 10 e01032-20

of tuberculosis and multidrug resistance: a multicentre implementation
study. Lancet 377:1495-1505. https://doi.org/10.1016/S0140-6736(11)
60438-8.

. Theron G, Zijenah L, Chanda D, Clowes P, Rachow A, Lesosky M, Bara W,

Mungofa S, Pai M, Hoelscher M, Dowdy D, Pym A, Mwaba P, Mason P,
Peter J, Dheda K, Team T-N. 2014. Feasibility, accuracy, and clinical effect
of point-of-care Xpert MTB/RIF testing for tuberculosis in primary-care
settings in Africa: a multicentre, randomised, controlled trial. Lancet
383:424-435. https://doi.org/10.1016/50140-6736(13)62073-5.

. Theron G, Peter J, van Zyl-Smit R, Mishra H, Streicher E, Murray S,

Dawson R, Whitelaw A, Hoelscher M, Sharma S, Pai M, Warren R, Dheda
K. 2011. Evaluation of the Xpert MTB/RIF assay for the diagnosis of
pulmonary tuberculosis in a high HIV prevalence setting. Am J Respir Crit
Care Med 184:132-140. https://doi.org/10.1164/rccm.201101-00560C.

. Dheda K, Ruhwald M, Theron G, Peter J, Yam WC. 2013. Point-of-care

diagnosis of tuberculosis: past, present and future. Respirology 18:
217-232. https://doi.org/10.1111/resp.12022.

. Dheda K, Davids V, Lenders L, Roberts T, Meldau R, Ling D, Brunet L, van

Zyl Smit R, Peter J, Green C, Badri M, Sechi L, Sharma S, Hoelscher M,
Dawson R, Whitelaw A, Blackburn J, Pai M, Zumla A. 2010. Clinical utility
of a commercial LAM-ELISA assay for TB diagnosis in HIV-infected pa-
tients using urine and sputum samples. PLoS One 5:9848. https://doi
.0rg/10.1371/journal.pone.0009848.

. Minion J, Leung E, Talbot E, Dheda K, Pai M, Menzies D. 2011.

Diagnosing tuberculosis with urine lipoarabinomannan: systematic
review and meta-analysis. Eur Respir J 38:1398-1405. https://doi.org/
10.1183/09031936.00025711.

. Peter JG, Zijenah LS, Chanda D, Clowes P, Lesosky M, Gina P, Mehta N,

Calligaro G, Lombard CJ, Kadzirange G, Bandason T, Chansa A, Liusha N,
Mangu C, Mtafya B, Msila H, Rachow A, Hoelscher M, Mwaba P, Theron
G, Dheda K. 2016. Effect on mortality of point-of-care, urine-based
lipoarabinomannan testing to guide tuberculosis treatment initiation in
HIV-positive hospital inpatients: a pragmatic, parallel-group, multicoun-
try, open-label, randomised controlled trial. Lancet 387:1187-1197.
https://doi.org/10.1016/S0140-6736(15)01092-2.

. Gupta-Wright Elc A, van Oosterhout JJ, Wilson DK, Grint D, Alufandika-

Moyo M, Peters JA, Chiume L, Lawn SD, Fielding K. 2018. Urine-based
screening for tuberculosis: a randomized trial in HIV-positive inpatients,
abstr 38LB. Conf Retrovir Opportunistic Infect (CROI), Seattle, WA, 4 to 7
March 2018.

. WHO. 2019. Lateral flow urine lipoarabinomannan assay (LF-LAM) for the

diagnosis of active tuberculosis in people living with HIV Policy update
(2019). World Health Organization, Geneva, Switzerland.

jcm.asm.org 10


https://doi.org/10.1016/S2213-2600(17)30079-6
https://doi.org/10.1016/S2213-2600(17)30079-6
https://apps.who.int/iris/bitstream/handle/10665/329368/9789241565714-eng.pdf?ua=1
https://apps.who.int/iris/bitstream/handle/10665/329368/9789241565714-eng.pdf?ua=1
https://doi.org/10.1016/S0140-6736(15)00151-8
https://doi.org/10.1016/S1473-3099(15)70058-7
https://doi.org/10.1016/S1473-3099(15)70058-7
https://doi.org/10.1097/QAD.0000000000000802
https://doi.org/10.1371/journal.pone.0166158
https://doi.org/10.1128/JCM.01463-09
https://doi.org/10.1128/JCM.01463-09
https://doi.org/10.1016/S0140-6736(11)60438-8
https://doi.org/10.1016/S0140-6736(11)60438-8
https://doi.org/10.1016/S0140-6736(13)62073-5
https://doi.org/10.1164/rccm.201101-0056OC
https://doi.org/10.1111/resp.12022
https://doi.org/10.1371/journal.pone.0009848
https://doi.org/10.1371/journal.pone.0009848
https://doi.org/10.1183/09031936.00025711
https://doi.org/10.1183/09031936.00025711
https://doi.org/10.1016/S0140-6736(15)01092-2
https://jcm.asm.org

Diagnosis of HIV-Infected Patients with Xpert and LAM

17.

18.

19.

20.

21,

22.

23.

24,

October 2020 Volume 58

Peter JG, Theron G, van Zyl-Smit R, Haripersad A, Mottay L, Kraus S, Binder A,
Meldau R, Hardy A, Dheda K. 2012. Diagnostic accuracy of a urine lipoarabino-
mannan strip-test for TB detection in HIV-infected hospitalised patients. Eur
Respir J 40:1211-1220. https://doi.org/10.1183/09031936.00201711.
Meyer-Rath G, Schnippel K, Long L, MacLeod W, Sanne |, Stevens W,
Pillay S, Pillay Y, Rosen S. 2012. The impact and cost of scaling up
GeneXpert MTB/RIF in South Africa. PLoS One 7:e36966. https://doi.org/
10.1371/journal.pone.0036966.

Pooran A, Pieterson E, Davids M, Theron G, Dheda K. 2013. What is the
cost of diagnosis and management of drug resistant tuberculosis in
South Africa? PLoS One 8:e54587. https://doi.org/10.1371/journal.pone
.0054587.

Cleary SM, Mcintyre D, Boulle AM. 2006. The cost-effectiveness of anti-
retroviral treatment in Khayelitsha, South Africa—a primary data analysis.
Cost Eff Resour Alloc 4:20. https://doi.org/10.1186/1478-7547-4-20.
WHO. 2015. South Africa: tuberculosis finance profile. World Health
Organization, Geneva, Switzerland. http://www.who.int/tb/country/
data/profiles/en/index.html.

Shah M, Ssengooba W, Armstrong D, Nakiyingi L, Holshouser M, Ellner
JJ, Joloba M, Manabe YC, Dorman SE. 2014. Comparative performance
of urinary lipoarabinomannan assays and Xpert MTB/RIF in HIV-
infected individuals. AIDS 28:1307-1314. https://doi.org/10.1097/
QAD.0000000000000264.

Lawn SD, Kerkhoff AD, Wood R. 2012. Location of Xpert(R) MTB/RIF in
centralised laboratories in South Africa undermines potential impact. Int
J Tuber Lung Dis 16:701. (Letter.) https://doi.org/10.5588/ijtld.12.0131.
(Reply, 16:702, https://doi.org/10.5588/ijtld.12.0131-2.)

Lisboa M, Fronteira I, Colove E, Nhamonga M, Martins M. 2019. Time
delay and associated mortality from negative smear to positive Xpert

Issue 10 e01032-20

25.

26.

27.

28.

29.

Journal of Clinical Microbiology

MTB/RIF test among TB/HIV patients: a retrospective study. BMC Infect
Dis 19:18. https://doi.org/10.1186/512879-018-3656-x.

Sabur NF, Esmail A, Brar MS, Dheda K. 2017. Diagnosing tuberculosis in
hospitalized HIV-infected individuals who cannot produce sputum: is
urine lipoarabinomannan testing the answer? BMC Infect Dis 17:803.
https://doi.org/10.1186/512879-017-2914-7.

Mabunda TE, Ramalivhana NJ, Dambisya YM. 2015. Mortality associated
with tuberculosis/HIV co-infection among patients on TB treatment in
the Limpopo province, South Africa. Afr Health Sci 14:849-854. https://
doi.org/10.4314/ahs.v14i4.12.

Sun D, Dorman S, Shah M, Manabe YC, Moodley VM, Nicol MP, Dowdy
DW. 2013. Cost utility of lateral-flow urine lipoarabinomannan for tuber-
culosis diagnosis in HIV-infected African adults. Int J Tuber Lung Dis
17:552-558. https://doi.org/10.5588/ijtld.12.0627.

Reddy KP, Gupta-Wright A, Fielding KL, Costantini S, Zheng A, Corbett
EL, Yu L, van Oosterhout JJ, Resch SC, Wilson DP, Horsburgh CR, Jr, Wood
R, Alufandika-Moyo M, Peters JA, Freedberg KA, Lawn SD, Walensky RP.
2019. Cost-effectiveness of urine-based tuberculosis screening in hospi-
talised patients with HIV in Africa: a microsimulation modelling study.
Lancet Glob Health 7:e200-e208. https://doi.org/10.1016/52214
-109X(18)30436-4.

Dorman SE, Schumacher SG, Alland D, Nabeta P, Armstrong DT, King B,
Hall SL, Chakravorty S, Cirillo DM, Tukvadze N, Bablishvili N, Stevens W,
Scott L, Rodrigues C, Kazi MI, Joloba M, Nakiyingi L, Nicol MP, Ghebrekris-
tos Y, Anyango |, Murithi W, Dietze R, Lyrio Peres R, Skrahina A, Auchynka
V, Chopra KK, Hanif M, Liu X, Yuan X, Boehme CC, Ellner JJ, Denkinger
CM. 2018. Xpert MTB/RIF Ultra for detection of Mycobacterium tubercu-
losis and rifampicin resistance: a prospective multicentre diagnostic
accuracy study. Lancet Infect Dis 18:76-84. https://doi.org/10.1016/
S$1473-3099(17)30691-6.

jem.asm.org 11


https://doi.org/10.1183/09031936.00201711
https://doi.org/10.1371/journal.pone.0036966
https://doi.org/10.1371/journal.pone.0036966
https://doi.org/10.1371/journal.pone.0054587
https://doi.org/10.1371/journal.pone.0054587
https://doi.org/10.1186/1478-7547-4-20
http://www.who.int/tb/country/data/profiles/en/index.html
http://www.who.int/tb/country/data/profiles/en/index.html
https://doi.org/10.1097/QAD.0000000000000264
https://doi.org/10.1097/QAD.0000000000000264
https://doi.org/10.5588/ijtld.12.0131
https://doi.org/10.5588/ijtld.12.0131-2
https://doi.org/10.1186/s12879-018-3656-x
https://doi.org/10.1186/s12879-017-2914-7
https://doi.org/10.4314/ahs.v14i4.12
https://doi.org/10.4314/ahs.v14i4.12
https://doi.org/10.5588/ijtld.12.0627
https://doi.org/10.1016/S2214-109X(18)30436-4
https://doi.org/10.1016/S2214-109X(18)30436-4
https://doi.org/10.1016/S1473-3099(17)30691-6
https://doi.org/10.1016/S1473-3099(17)30691-6
https://jcm.asm.org

	MATERIALS AND METHODS
	Study design, conduct, and oversight. 
	Study patients, enrollment criteria, and randomization. 
	Procedures and standard clinical management. 
	Patient selection for post hoc analysis. 
	Outcomes and statistical analysis. 
	Economic evaluation (cost analysis). 

	RESULTS
	Test characteristics of single, sequential, and concurrent testing strategies incorporating the LAM and Xpert tests in hospitalized patients irrespective of CD4 counts. 
	Test characteristics of single and sequential/concurrent testing strategies incorporating LAM and Xpert testing in hospitalized patients with CD4 counts of 50 and 200 cells/mm3. 
	Incremental yield of urine LAM testing and Xpert in sequential testing strategies. 
	Economic evaluation. 

	DISCUSSION
	Conclusion. 

	SUPPLEMENTAL MATERIAL
	ACKNOWLEDGMENTS
	REFERENCES

