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ORIGINAL RESEARCH

Biomarkers of iron metabolism facilitate clinical
diagnosis in Mycobacterium tuberculosis infection

Youchao Dai, " Wanshui Shan,? Qianting Yang, Jiubiao Guo,' Rihong Zhai,*

Xiaoping Tang,” Lu Tang,” Yaoju Tan,® Yi Cai," Xinchun Chen

ABSTRACT

Background Perturbed iron homeostasis is a risk
factor for tuberculosis (TB) progression and an indicator
of TB treatment failure and mortality. Few studies have
evaluated iron homeostasis as a TB diagnostic biomarker.
Methods We recruited participants with TB, latent TB
infection (LTBI), cured TB (RxTB), pneumonia (PN) and
healthy controls (HCs). We measured serum levels of
three iron biomarkers including serum iron, ferritin and
transferrin, then established and validated our prediction
model.

Results We observed and verified that the three iron
biomarker levels correlated with patient status (TB,

HC, LTBI, RxTB or PN) and with the degree of lung
damage and bacillary load in patients with TB. We then
built a TB prediction model, neural network (NNET),
incorporating the data of the three iron biomarkers. The
model showed good performance for diagnosis of TB,
with 83% (95% Cl 77 to 87) sensitivity and 86% (95%
Cl 83 to 89) specificity in the training data set (n=663)
and 70% (95% CI 58 to 79) sensitivity and 92% (95%
Cl 86 to 96) specificity in the test data set (n=220).

The area under the curves (AUCs) of the NNET model

to discriminate TB from HC, LTBI, RXTB and PN were all
>0.83. Independent validation of the NNET model in a
separate cohort (n=967) produced an AUC of 0.88 (95%
C10.85t0 0.91) with 74% (95% CI 71 to 77) sensitivity
and 92% (95% CI 87 to 96) specificity.

Conclusions The established NNET TB prediction model
discriminated TB from HC, LTBI, RxTB and PN in a large
cohort of patients. This diagnostic assay may augment
current TB diagnostics.

INTRODUCTION

Tuberculosis (TB), caused by Mycobacterium
tuberculosis (MTB) bacterial infection, is a major
global health burden. MTB infects one-third of
the global population and is responsible for ~1
570 000 deaths annually." Conventional diagnostic
methods, including sputum smear microscopy and
MTB culture, are time-consuming and have unsat-
isfactory sensitivities. Early TB diagnosis with high
accuracy and sensitivity is, however, vital for patient
outcomes and prevention. The recently developed
Xpert MTB/RIF (Cepheid, Sunnyvale, California,
USA) assay is the only approach recommended by
the WHO for the rapid diagnostic testing of TB and
rifampicin resistance. The technique uses real-time
PCR and molecular beacon technology, which is not
affordable worldwide, particularly in developing
countries.”* The Mantoux tuberculin skin test and
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What is the key question?

» Can iron homeostasis be applied as a biomarker
for sensitive and accurate tuberculosis (TB)
diagnosis?

What is the bottom line?

» Based on the combination of serum iron, ferritin
and transferrin biomarkers, we successfully built
an optimal neural network (NNET) model that
discriminated TB from healthy control, latent TB
infection, cured TB and non-TB pneumonia in a
large cohort of participants.

Why read on?

» To the best of our knowledge, our NNET
model with satisfactory diagnostic accuracy
and sensitivity is the first to be constructed
based on a three-iron biomarker signature and
validated using data from a large cohort of
participants.

interferon-gamma release assay (IGRA) are useful in
identifying latent TB infection (LTBI) but are poor
predictors for the transformation of LTBI to active
TB.* ° Therefore, novel TB diagnostic methods
based on TB-associated biomarkers and with rapid,
non-sputum, inexpensive and accurate features are
urgently required.

Anaemia is a common comorbidity with TB,
affecting 329%-86% of patients with TB.®” Several
investigations have clarified the intricate host—
pathogen iron competition in early MTB infec-
tion.*° A hallmark of TB-associated anaemia
is the ‘iron delivery problem’, in which absorbed
dietary iron is retained in macrophages, rather than
released from intestinal enterocytes.” ! Perturbed
iron homeostasis is a risk factor for TB progres-
sion among household contacts'* or HIV-infected
individuals'® and may be an indicator of treatment
failure and even mortality in affected patients.'* **
To the best of our knowledge, although previous
studies have suggested the potential use of serum
ferritin levels for TB diagnostic purpose,'® other
iron homeostasis markers, either individually or in
combination, have not been previously examined
for TB diagnosis.

The present study investigated biomarkers of
iron homeostasis, including serum iron, ferritin and
transferrin in healthy controls (HCs), and patients
with TB, LTBI, non-TB pneumonia (PN) and cured
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Table 1 Definitions to classify study participants
Classification Definition
TB
Definite TB Sputum culture positive for MTB plus HRCT suggestive of PTB; or positive smears plus symptoms responding to TB treatment, HRCT suggestive of PTB.
Probable TB No sputum or negative smear but HRCT evidence and symptoms responding to TB treatment.
Controls
HC Negative CXR, no evidence of TB, no history of TB and negative IGRA.
LTBI Negative CXR, no evidence of TB, no history of TB and positive IGRA.
RXTB Patients with TB who had completed antituberculosis regimen >2 years ago, without evidence of TB relapse.
PN Negative cultures, negative smears, negative HRCT and TB treatment never initiated by healthcare providers.

CXR, chest X-ray; HC, healthy control; HRCT, high-resolution CT; IGRA, interferon-gamma release assay; LTBI, latent tuberculosis infection; MTB, Mycobacterium tuberculosis; PN,

pneumonia; RXTB, cured TB; TB, tuberculosis.

TB (RxTB). Our aim was to built a model in which iron homeo-
stasis biomarkers can be applied to differentiate patients with
TB from other participants, and this model was validated in an
independent cohort of 967 participants.

METHODS
Ethics statement
Written informed consent was provided by all study participants.

Participant definition and classification

The participants were recruited from the Shenzhen Third
Hospital (Shenzhen, China) and Guangzhou Chest Hospital
(Guangzhou, China) between January 2014 and June 2017.
All participants underwent clinical assessment at recruitment,
including chest radiography, comorbidity assessment, IGRA and
sputum microbiological examination by acid fast bacilli (AFB)
staining and MTB culture. The involved participants were
divided into two groups. The first group (discovery cohort)
consisted of 883 participants, including 316 with definite TB,
167 with LTBI, 100 with RxTB, 100 with PN and 200 HC
participants (table 1, figure 1). The second group prospectively
enrolled 967 participants, in which patients coinfected with HIV
and those who did not fulfil enrolment criteria were excluded.
The eligible participants in the second group were classified as
definite TB, probable TB, participants without TB (non-TB)

Discovery Cohort

HC (n=200), TB (n=316), LTBI (n=167), RxTB (n=100) and PN {n=100}

Host iron homeostasis evaluation and
random assignments

[ Participants with definite diagnosis (N=883) }

and those with a questionable diagnosis (table 1). Non-TB cases
include PN, asthma and acute exacerbations of chronic obstruc-
tive pulmonary disease. In the evaluation process, all participants
with definite and probable TB were grouped as TB, whereas
participants with a questionable diagnosis were excluded from
the final analysis (figure 1).

Laboratory procedures

Peripheral whole-blood samples (5 mL) were collected from partic-
ipants in vacuum blood collection tubes (BD Vacuntainer), trans-
ported at 4°C and processed within 2 hour of collection. Sera were
separated by centrifugation at 500 g for 5 min and stored at —80
°C prior to use. Sera were further processed with commercial kits
for serum iron (DiaSys, Holzheim, Germany), ferritin (Siemens,
Munich, Germany) and transferrin (Leadman, Beijing, China)
analyses, according to the manufacturer’s instructions. Subse-
quently, the serum iron and transferrin levels were determined
using an automatic biochemical analyser (Siemens, Advia 2400).
The ferritin levels were determined using an automatic chemilumi-
nescence analyzer (Siemens, Advia centaur XP).

Sputum samples were collected from participants and assessed
by Ziehl-Neelsen staining. MTB culture analysis was performed
using the BACTEC MGIT 960 system (Becton Dickinson, Sparks,
Maryland, USA). The isolated MTB was confirmed by Ziehl-
Neelsen staining. T cell responses specific to interferon-y were

Validation Cohort

Eligible patients
(n=967)

ients (n=23):

Did not compl (n=14)

Pasitive HIV serology (=5}

Training set (75%, N=663) Test set (25%, N=220) Non-T8 Definite T8 Probable T8 Questionable
HC [n=152), TB [n=237), LTBI (n=132), RxTB [n=63) and PN (n=79) HC (n=48), T8 (n=79), LTBI [n=35), RXTB (n=37) and PN (n=21) (n=148) {n=653) (n=131) (n=12)

Statistical analysis and modeling

Neural Network (NNET) model

ROC curve analysis

Excluded from final analysis
n=12)

Data analysis: ROC curve analysis ]

'

Cut-off value
03823

Figure 1

[ "

of NNET to disgnose T8 ]

Study design and numbers of participants included in the discovery and validation cohorts. Participants in the first group were divided

randomly at a 3:1 ratio. All patients with TB in the first group were classified with definite TB. In the valida tion group, non-TB cases included PN,
asthma and acute exacerbations of chronic obstructive pulmonary disease. ‘Questionable’ represents participants without a clarified diagnosis. All
definite TB and probable TB participants were classified together as TB. HC, healthy control; LTBI, latent tuberculosis infection; NN, neural network; PN,
pneumonia; ROC, receiver operating characteristic; RxTB, cured TB; TB, tuberculosis.
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detected by enzyme-linked immunospot assay (ELISPOT), as
previously described."”

High-resolution CT (HRCT) and AFB scores

HRCT scans were evaluated by experienced specialists, including
a chest physician and two independent radiologists, who scored
cases (ranging between 0 and 14) based on the distribution
and percentage of parenchymal abnormalities, as previously
described.'® Lung damage in patients with TB was directly quan-
tified using HRCT scores on a scale of 0-3 for mild, 4-7 for
moderate and 8-14 for severe.

According to the American Thoracic Society guidelines” and
our previously study,”’ AFB-positive results were graded as follows:
rare (1+, 1-9 AFB per 100 fields), few (2+, 1-9 AFB/10 fields),
moderate (3+, 1-9 AFB/field) and numerous (4+, 9 AFB/field).

Statistical analysis and modelling

Differences in the concentrations of iron homeostasis-related
biomarkers between participants with TB and control cohorts
were evaluated by one-way analysis of variance and Dunnett’s test.
Model construction and receiver operating curve (ROC) analysis
were implemented using log2-transformed values.

A neural network (NNET) model was established using the R
package ‘caret’ to discriminate TB from all other clinical pheno-
types. The data on serum iron, ferritin and transferrin levels from
the first group of participants were divided randomly at a 3:1 ratio.
Data from the larger (3/4) subset were used for modelling (training
set), whereas data from the smaller subset (1/4) were used as the
test set. The modelling of a NNET typically reflects the complexity
of the problem that is being solved and how much training data
are available, as a complex model has more parameters than
a simple model. Weight decay regularisation was used to access

Fekkk

and minimise classification errors, avoid overfitting and produce
interpretable results. Following a random internal 10-fold cross-
validation by five times, the final layer and weight decay of the
model were selected as 5 and 0.1, respectively. Following predic-
tion by the NNET model, a probability for each observation was
obtained, ranging between 0 and 1. To obtain the required speci-
ficity and sensitivity, the optimal threshold was determined using
the Youden’s index with the R package ‘pROC’. The model perfor-
mance was evaluated by: (A) accuracy and kappa values from cross-
validation during model training and by (B) area under the curve
(AUC) analysis and confusion matrix on model prediction/valida-
tion. Calibration of the models was measured by the construction
of calibration curves and computation of the Hosmer-Lemeshow
goodness-of-fit % statistic. Additionally, a detailed description of

NNET model building was provided in online supplementary text
1.

RESULTS

Iron homeostasis biomarkers are differentially expressed in
patients with TB and controls

We recruited two groups of participants from two hospital
centres and collected their clinical and demographic information
(table 1, online supplementary table 1). We then measured serum
iron, ferritin and transferrin levels in the patient sera. Data from
the first group indicated that the levels of all three biomarkers
differed significantly (p<0.05) between those with definite TB
and controls. Specifically, the serum iron and transferrin levels
were significantly lower in those with definite TB compared
with those with HC, LTBI, RxTB and PN (figure 2A, C), and
the ferritin levels were significantly higher in those with definite
TB compared with those with HC, LTBI and RxTB but lower
than those with PN (figure 2B). In addition, following further
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Iron homeostasis biomarker levels in serum samples of patients in the first group and ROC plots for the diagnosis of TB. Representative

plots showing iron (A and D), ferritin (B and E) and transferrin (C and F) levels between HC, TB, LTBI, RXTB and PN. Comparisons between the TB
cohort and each of the other cohorts were determined by one-way analysis of variance and Dunnett’s multiple comparison test. All patients with TB
in the first group were classified as definite TB. Data are expressed as the means+SE of the mean. *P<0.05; **p<0.01; ****p<0.0001. AUC, area
under the ROC curve; HC, healthy control; LTBI, latent tuberculosis infection; PN, pneumonia; ROC, receiver operator characteristic; RXTB, recovered

tuberculosis.
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Figure 3 Iron homeostasis biomarkers are associated with HRCT, AFB grade

>

3 month 3 month

s and TB treatment. Representative plots showing serum iron, ferritin

and transferrin levels between patients with TB with different HRCT grades (A-C) and AFB grades (D—F) and changes in the three iron biomarkers
during TB treatment (G—I). A total of 49 cases of TB in first group who received HRCT were graded into mild (17 cases), moderate (23 cases) or severe
(9 cases) groups. Patients with TB with positive AFB (62) were graded as rare (22 cases), few (13 cases), moderate (7 cases) or numerous (19 cases)
bacillary load groups. A total of 45 randomised patients with TB underwent iron status assessment prior to and 3 months after initiating TB treatment.

Comparisons between different grades were determined by one-way analysis

of variance and Dunnett’s multiple comparison test. Differences

between preinitiation and postinitiation of TB treatment were compared by by Student'’s (paired) t-test. Data are expressed as the means+SE of the
mean. *P<0.05; ***p<0.001; ****p<0.0001. AFB, acid fast bacilli; HTCT, high-resolution CT; TB, tuberculosis.

analysis, we found that it was possible to apply serum iron and
transferrin individually to distinguish TB from HC, LTBI and
RxTB (All AUC >80%, figure 2D, F); however, the result from
applying ferritin as a biomarker was unsuitable (figure 2E).

Further analysis of the HRCT and AFB results of the patients
with TB from the first group unexpectedly showed significantly
higher ferritin and lower transferrin levels in those with severe
lung damage than those with TB with only mild or moderate
lung damage (figure 3B, C); however, the difference in iron
levels between all three groups of patients with TB was not
significant (figure 3A). When comparing the rare AFB density,
we found that higher ferritin and lower transferrin levels were
significantly associated with a higher AFB score (4+) (figure 3E,
F). Following TB treatment for 1 month, all three iron markers
returned to normal (figure 3G-I), which is consistent with a
previous study.” These findings suggest that the serum levels of
the three iron homeostasis biomarkers (serum iron, ferritin and
transferrin) may be useful for the diagnosis of TB.

An NNET model that combines iron homeostasis biomarker
levels accurately differentiates TB from controls

To objectively establish a TB diagnostic model based on the three
iron homeostasis biomarkers, we divided the serum iron, ferritin
and transferrin level data derived from the first group into two
subsets at a ratio of 3:1. The larger (663/883) subset was used

as the training set, which included 152 cases of HC (22.93%),
237 cases of definite TB (35.75%), 132 cases of LTBI (19.91%),
63 cases of RxTB (9.50%) and 79 cases of PN (11.92%). The
smaller (220/883) subset was used as the test set, which included
48 cases of HC (21.82%), 79 cases of definite TB (35.91%),
35 cases of LTBI (15.91%), 37 cases of RxTB (16.82%) and 21
cases of PN (9.55%) (online supplementary table 2).

An NNET model was established based on the iron biomarker
data and patient categorisations within the training set. The
result of the Hosmer-Lemeshow test (x*=8.93, p=0.35) indi-
cated that NNET model was well calibrated initially and did
not require post-training calibration. As the present study aimed
to identify biomarkers for the purpose of diagnosing TB from
non-TB, specificity was a priority over sensitivity to maximally
exclude the misdiagnosis of TB. Therefore, a threshold with a
specificity of ~90%, and the maximum sensitivity, was selected.
Specifically, with the optimum threshold (cut-off=0.3823),
optimal performance of the supervised model for TB diagnosis
was obtained with the following training set data: 83% (95% CI
77 to 87) sensitivity, 86% (95% CI 83 to 89) specificity, 77%
(95% CI 71 to 82) positive predictive value (PPV), 90% (95%
CI 87 to 93) negative predictive value (NPV), 5.79 (95% CI
4.68 to 7.62) positive likelihood ratio (PLR) and 0.20 (95% CI
0.15 to 0.27) negative likelihood ratio (NLR). The NNET model
also performed well on the test dataset: 70% (95% CI 58 to 79)

1164

Dai Y, et al. Thorax 2019;74:1161-1167. doi:10.1136/thoraxjnl-2018-212557


https://dx.doi.org/10.1136/thoraxjnl-2018-212557

Tuberculosis

Table 2 Diagnostic efficiency of the NNET model in diagnosing TB in
the discovery cohort

Parameter Training set Test set

AuC 0.91 (0.89 to 0.94) 0.90 (0.86 to 0.94)
Accuracy 0.85 (0.82 t0 0.88) 0.84 (0.79 t0 0.89)
Sensitivity 0.83 (0.77 t0 0.87) 0.70 (0.58 t0 0.79)
Specificity 0.86 (0.83 t0 0.89) 0.92 (0.86 to 0.96)
PPV 0.77 (0.71 t0 0.82) 0.83(0.72 to 0.91)
NPV 0.90 (0.87 t0 0.93) 0.84 (0.78 to 0.90)
PLR 5.97 (4.68 to 7.62) 8.92 (4.97 to 16.03)
NLR 0.20 (0.15 t0 0.27) 0.33(0.24 to0 0.46)

Data in parentheses represent 95% CI.

AUC, area under the ROC curve; NLR, negative likelihood ratio; NNET, neural
network; NPV, negative predictive value; PLR, positive likelihood ratio; PPV, positive
predictive value; TB, tuberculosis.

sensitivity, 92% (95% CI 86 to 96) specificity, 83% (95% CI 72
to 91) PPV, 84% (95% CI 78 to 90) NPV, 8.92 (95% CI 4.97
to 16.03) PLR and 0.33 (95% CI 0.24 to 0.46) NLR. The AUC
and accuracy for the NNET model in both the training and test
groups was ~0.90% and 84%, respectively (table 2). In conclu-
sion, the NNET model could successfully differentiate TB from
control cohorts.

The NNET model can differentiate TB from HC, LTBI, RxTB and
PN

The present study subsequently evaluated the performance of
the NNET model on intergroup comparisons between definite
TB and HC, LTBI, RxTB or PN. The NNET model achieved
successful discrimination with the three-iron biomarker signa-
ture for all group comparisons. The AUCs of the NNET model
to discriminate definite TB from HC, LTBI, RxTB and PN were
all >0.83, and the accuracies were all >78% (figure 4 and online
supplementary table 3). The AUC and accuracy evaluations were
within the expected sensitivities and specificities at the Bayes
operating points based on bootstrap estimates of the associated
empirical 95% confidence intervals. In line with the previous
report,”! * we also found that IGRAs, which has been widely
applied to MTB infection diagnosis over the last decade, fail to
discriminate TB from LTBI (online supplementary figure 1).

The NNET model performs well in an independent validation
cohort

To verify how well the established model could be generalised to
other cohorts, we performed a prospective blind validation study
using the NNET model incorporating the three-iron biomarker
signature. For this, we prospectively enrolled 967 individuals, of
which 14 were excluded for not fulfilling the enrolment criteria
and 9 were excluded due to HIV-positive serology. We then
evaluated the host iron status of the remaining 944 participants,
consisting of 653 (69.17%) with definite TB, 131 (13.88%) with
probable TB, 148 (15.68%) with non-TB and 12 (1.27%) with
an uncertain diagnosis (figure 1 and online supplementary table
1). With a cut-off value set as 0.3823, the NNET model success-
fully differentiated TB from non-TB, with 77% (95% CI 74 to
80) accuracy, 74% (95% CI 71 to 77) sensitivity, 92% (95% CI
87 to 96) specificity, 98% (95% CI 97 to 99) PPV and 40% (95%
CI 35 to 45) NPV (figure 5).

DISCUSSION

The present study recruited ~2000 participants to examine the
feasibility and efficiency of measuring host iron homeostasis
biomarkers (including serum iron, ferritin and transferrin) for
TB diagnosis. Following the integration of data from the three
biomarkers and subsequent modelling, we established an NNET
model that warranted further testing and validation in an inde-
pendent cohort. The NNET model was able to discriminate TB
with a sensitivity of 83% (95% CI 77 to 87) and a specificity of
869% (95% CI 83 to 89) in the training set and a sensitivity of
70% (95% CI 58 to 79) and a specificity of 92% (95% CI 86
to 96) in the test set. We achieved a similar result in a second
independent validation of the NNET model. Notably, we trained
three additional supervised models, including linear discrimi-
nant analysis, support vector machine and decision tree (rPart)
and confirmed the performance of the three iron homeostasis
biomarkers (online supplementary table 2). All these findings
indicate that the serum levels of the three iron homeostasis
biomarkers—serum iron, ferritin and transferrin—offer poten-
tial for use in the diagnosis of TB or initial screening.

Iron is a micronutrient that is important for host and MTB
metabolism.” Pathogenic mycobacteria compete with the host
for iron, either by directly depleting intracellular iron from the
host cytoplasm or by synthesising siderophores and macromol-
ecules, including transferrin, ferritin or lactoferrin, which have

AUC=0.91 AUC=0.93
(95%C1,0.89100.93) (95%C1,0.91100.95)

AUC=0.91
(95%C1,0.88100.93)

AUC=0.95 AUC=0.83
(95%C1,0.9310 0.97) (95%C1,0.7910 0.88)

00 01 0.2 0.3 04 05 06 0.7 0.8 09 1.0 00 01 0.2 03 04 0.5 0.6 0.7 08 09 1.0
1- Specificity 1- Specificity

00 01 0.2 03 0.4 0.5 06 0.7 08 09 1.0
1-Specificity

00 0.1 02 03 0.4 0.5 05 0.7 0.8 09 1.0 00 01 0.2 03 0.4 05 0.6 07 0.8 09 10
1- Specificity 1.- Specific

ificity

Figure 4 Intergroup comparisons for the performance of the NNET model. Values of the NNET model from the TB (n=316), HC (n=200), LTBI
(n=167), RXTB (n=100) and PN (n=100) cohorts (A—E) and receiver operator characteristics plots (F-J) showing the accuracies of this model in
diagnosing of TB disease. Data are expressed as the means=SE of the mean. AUC, area under the ROC curve; HC, healthy control; LTBI, latent
tuberculosis infection; PN, pneumonia; RXTB, recovered tuberculosis; TB, tuberculosis.

Dai Y, et al. Thorax 2019;74:1161-1167. doi:10.1136/thoraxjnl-2018-212557

1165


https://dx.doi.org/10.1136/thoraxjnl-2018-212557
https://dx.doi.org/10.1136/thoraxjnl-2018-212557
https://dx.doi.org/10.1136/thoraxjnl-2018-212557
https://dx.doi.org/10.1136/thoraxjnl-2018-212557
https://dx.doi.org/10.1136/thoraxjnl-2018-212557
https://dx.doi.org/10.1136/thoraxjnl-2018-212557

Tuberculosis

A

1.0
0.8+
)
=)
; 0.6
E 0.4
2
b4
0.24
0.0 .-....'"; s
Non-T

B

Non-TB TB
Clinical diagnosis (N=)
Classified as Non-TB 203
Classified as TB 12
Accuracy 0.77(0.74,0.80)
Sensitivity 0.74 (0.71,0.77)
Specificity 0.92 (0.87,0.96)
PPV 0.98(0.97,0.99)
NPV 0.40 (0.35,0.45)

Cut-offvalue=0.3823

Figure 5 Diagnostic performance of the NNET model in an independent validation cohort. A total of 932 participants with clinical diagnosis results
were independently validated using the established NNET model, with the cut-off value set as 0.3823 (A, dotted line). The numerical agreement
with the clinical diagnosis and key parameters is listed (B). NNET, Neural Network; NPV, negative predictive value; PPV, positive predictive value; TB,

tuberculosis.

high affinity to capture extracellular ferric ion.” **** Anaemia, as
a result of inflammation caused by MTB infection, is predomi-
nantly caused by an iron delivery problem, where erythrocyte
iron is poorly used and dietary iron is enriched in intestinal
enterocytes.'' *” This condition is in contrast to iron deficiency-
mediated anaemia, which is mainly due to malnutrition.*
Although serum iron levels are low in both types of anaemia,
other components involved in iron homeostasis are high in
anaemia due to inflammation, including ferritin and hepcidin, a
peptide involved in regulating iron metabolism.” ! >

Previous studies have found that serum iron and transferrin
concentrations are lower and ferritin levels are higher in patients
with TB compared with those without TB.”**** These abnormal-
ities in ferritin and transferrin concentration in affected patients
typically normalise following treatment.” Others have suggested
that reduced transferrin levels are associated with the progres-
sion of TB at any time point, and higher ferritin and hepcidin
levels are associated with a higher risk of early TB progression
in household contacts of TB cases.'* In addition, iron biomarker
status can be used as an indicator of treatment failure (low
ferritin) and mortality (high ferritin)."* Finally, low transferrin
and serum iron, and high ferritin concentrations in HIV-infected
patients suggest increased risks of TB incidence and recurrence."
However, no previous study has examined the possible combina-
tion of these iron homeostasis biomarkers for clinical TB diag-
nosis, particularly in differentiating TB from LTBI and PN.

Over the last decade, substantial efforts have been made to
develop novel methods for TB diagnosis. Among them, although
IGRA is the most important and widely used immunodiag-
nostic for TB, it is unable to accurately differentiate TB from
LTBI (online supplementary figure 1) or PN*!' 223433 therefore,
IGRA may not be useful in monitoring clinical anti-TB treat-
ment.**® Based on polychromatic flow cytometry, biomarkers
on MTB-specific CD4" T cells have been identified to effectively
discriminate between active TB and LTBL* ** However, flow-
based assays are highly specialised, technical and complicated
processes. We found that the gold standard assays, AFB and
MTB culture, could discriminate TB with 100% specificity but
they showed low sensitivity, at 37% (95% CI 34 to 41) and 47%
(95% CI 43 to 51), respectively (online supplementary figure
2). By contrast, the serum iron homeostasis-related biomarkers
has good performance for diagnosis of TB, which can be rapidly

and easily determined at low cost using automated equipment.
Therefore, in combination with microbiological tests, this new
TB diagnostic strategy may improve TB detection rate, particu-
larly in resource-limited high TB-burden countries.

In conclusion, we have identified a three-iron biomarker
signature in a large number of participants, which successfully
discriminates TB from LTBI, RxTB and non-TB PN. Our NNET
model was accurate and efficient for TB diagnosis when incorpo-
rating the three-iron biomarker signature. Although the partic-
ipants of the present study were recruited from two centres in
China, two cohorts may not represent the status of patients with
TB globally. Future investigations are now required to validate
and optimise this model in larger cohorts recruited from other
clinical centres worldwide and in the context of more diverse
pulmonary diseases, including lung cancer, pulmonary silicosis
and intrathoracic sarcoidosis. We anticipate that this approach
may reduce the cost and time required to diagnose active TB.
With further validation and development, our method may be
applied in routine clinical practice for differential diagnosis of
TB in the following clinical situations. First, this iron biomarker
test may be employed for preliminary diagnosis of TB as a point-
of-care testing in primary TB care units in resource-limited coun-
tries. Second, in the TB or infectious disease hospital setting, this
test, in combination with microbiological tests, may be included
to assist in diagnosis of active TB, as well as in decision making
involving invasive methods, such as collection of bronchoalve-
olar lavage fluid. Finally, this test may be useful in situations
where suspected individuals are unable to in provide sputum
samples.

Acknowledgements The authors would like to thank Dr Jessica Tamanini
(Shenzhen University and ET editing) for editing the manuscript prior to submission
and all participants and site staff at the Clinical Laboratory of Shenzhen Third
Hospital (Shenzhen, China) for their contributions to the study.

Contributors Authors YD and WS contributed equally to this manuscript. XC
conceived the study and critically revised the manuscript. YD, WS, QY, JG and YT
recruited and assessed the patients and preprocessed the study specimens. RZ, XT,
YC and LT were responsible for statistical analysis. YD interpreted the data and wrote
the manuscript. All authors contributed to the subsequent drafts and approved the
final version.

Funding This study was supported by the Twelve-Fifth Mega-Scientific Project on
"prevention and treatment of AIDS, viral hepatitis and other infectious diseases’
(grant nos. 20172X10201301-001-001/002), the Natural Science Foundation of

1166

Dai Y, et al. Thorax 2019;74:1161-1167. doi:10.1136/thoraxjnl-2018-212557


https://dx.doi.org/10.1136/thoraxjnl-2018-212557
https://dx.doi.org/10.1136/thoraxjnl-2018-212557
https://dx.doi.org/10.1136/thoraxjnl-2018-212557

Tuberculosis

China Grant (grant nos. 81525016/81671984), the Science and Technology Project
of Shenzhen (grant nos. JSGG20160427104724699/JCYJ20160427184123851/
JCYJ20160427151540695/)CYJ20150402145015986/JCYJ20150402111430656)
and the Jin Qi team of Sanming Project of Medicine in Shenzhen, Sanming Project of
Medicine in Shenzhen (grant no. GCZX2015043015340574).

Competing interests None declared.
Patient consent for publication Not required.

Ethics approval The present study was approved by the ethics committees of the
Shenzhen Third Hospital and Guangzhou Chest Hospital, China.

Provenance and peer review Not commissioned; externally peer reviewed.

Data availability statement All data relevant to the study are included in the
article or uploaded as supplementary information.

Open access This is an open access article distributed in accordance with the
Creative Commons Attribution Non Commercial (CC BY-NC 4.0) license, which
permits others to distribute, remix, adapt, build upon this work non-commercially,
and license their derivative works on different terms, provided the original work is
properly cited, appropriate credit is given, any changes made indicated, and the use
is non-commercial. See: http://creativecommons.org/licenses/by-nc/4.0/.

ORCID iD
Xinchun Chen http://orcid.org/0000-0003-2816-0076

REFERENCES

1 World Health Organisation. Global tuberculosis report; 2018.

2 Dorman SE, Schumacher SG, Alland D, et al. Xpert MTB/RIF ultra for detection of
Mycobacterium tuberculosis and rifampicin resistance: a prospective multicentre
diagnostic accuracy study. Lancet Infect Dis 2018;18:76-84.

3 Trébucg A, Enarson DA, Chiang CY, et al. Xpert® MTB/RIF for national tuberculosis
programmes in low-income countries: when, where and how? Int J Tuberc Lung Dis
2011;15:1567-72.

4 Dorman SE, Belknap R, Graviss EA, et al. Interferon-y release assays and tuberculin
skin testing for diagnosis of latent tuberculosis infection in healthcare workers in the
United States. Am J Respir Crit Care Med 2014;189:77-87.

5 Lim WS. From latent to active TB: are IGRAs of any use? Thorax 2016;71:585-6.

6 van Lettow M, West CE, van der Meer JWM, et al. Low plasma selenium
concentrations, high plasma human immunodeficiency virus load and high
interleukin-6 concentrations are risk factors associated with anemia in adults
presenting with pulmonary tuberculosis in Zomba district, Malawi. Eur J Clin Nutr
2005;59:526-32.

7 Minchella PA, Donkor S, Owolabi O, et a/. Complex anemia in tuberculosis: the
need to consider causes and timing when designing interventions. Clin Infect Dis
2015;60:764-72.

8 Schaible UE, Kaufmann SHE. Iron and microbial infection. Nat Rev Microbiol
2004;2:946-53.

9 Fang Z, Sampson SL, Warren RM, et a/. Iron acquisition strategies in mycobacteria.
Tuberculosis 2015;95:123-30.

10 Neyrolles O, Wolschendorf F, Mitra A, et al. Mycobacteria, metals, and the
macrophage. Immunol Rev 2015;264:249-63.

11 Weiss G. Pathogenesis and treatment of anaemia of chronic disease. Blood Rev
2002;16:87-96.

12 Minchella PA, Donkor S, McDermid JM, et al. Iron homeostasis and progression
to pulmonary tuberculosis disease among household contacts. Tuberculosis
2015;95:288-93.

13 McDermid JM, Hennig BJ, van der Sande M, et a/. Host iron redistribution as a risk
factor for incident tuberculosis in HIV infection: an 11-year retrospective cohort study.
BMC Infect Dis 2013;13:48.

14 Isanaka S, Aboud S, Mugusi F, et al. Iron status predicts treatment failure and
mortality in tuberculosis patients: a prospective cohort study from Dar ES Salaam,
Tanzania. PLoS One 2012;7:e37350.

15 Isanaka S, Mugusi F, Urassa W, et a/. Iron deficiency and anemia predict mortality in
patients with tuberculosis. J Nutr 2012;142:350-7.

16 Chegou NN, Sutherland JS, Malherbe S, et al. Diagnostic performance of a seven-
marker serum protein biosignature for the diagnosis of active TB disease in African
primary healthcare clinic attendees with signs and symptoms suggestive of TB. Thorax
2016;71:785-94.

17

18

20

21

22

23

24

25

26

27

28

29

30

31

32

33

34

35

36

37

38

39

40

Chen X, Yang Q, Zhang M, et al. Diagnosis of active tuberculosis in China using an
in-house gamma interferon enzyme-linked immunospot assay. Clin Vaccine Immunol
2009;16:879-84.

Zhang G, Zhou B, Li S, et al. Allele-Specific induction of IL-1{ expression by C/

EBPPB and PU.1 contributes to increased tuberculosis susceptibility. PLoS Pathog
2014;10:1004426.

Diagnostic standards and classification of tuberculosis in adults and children. this
official statement of the American thoracic Society and the centers for disease control
and prevention was adopted by the ats board of directors, July 1999. this statement
was endorsed by the Council of the infectious disease Society of America, September
1999. Am J Respir Crit Care Med 2000;161:1376-95.

Zhang M, Zeng G, Yang Q, et al. Anti-Tuberculosis treatment enhances the production
of IL-22 through reducing the frequencies of requlatory B cell. Tuberculosis
2014,94:238-44.

Lui G, Lee N, Cheung SW, et al. Interferon gamma release assay for differentiating
tuberculosis among pneumonia cases in acute healthcare setting. / Infect
2011,62:440-7.

Walzl G, McNerney R, du Plessis N, et a/. Tuberculosis: advances and challenges

in development of new diagnostics and biomarkers. Lancet Infect Dis
2018;18:e199-210.

Hentze MW, Muckenthaler MU, Galy B, et a/. Two to tango: regulation of mammalian
iron metabolism. Cell 2010;142:24-38.

Boelaert JR, Vandecasteele SJ, Appelberg R, et al. The effect of the host's iron status
on tuberculosis. J Infect Dis 2007;195:1745-53.

Boradia VM, Malhotra H, Thakkar JS, et al. Mycobacterium tuberculosis acquires

iron by cell-surface sequestration and internalization of human holo-transferrin. Nat
Commun 2014;5:4730.

Johnson EE, Wessling-Resnick M. Iron metabolism and the innate immune response to
infection. Microbes Infect 2012;14:207-16.

Olakanmi O, Schlesinger LS, Ahmed A, et al. Intraphagosomal Mycobacterium
tuberculosis acquires iron from both extracellular transferrin and intracellular

iron pools. impact of interferon-gamma and hemochromatosis. / Bio/ Chem
2002;277:49727-34.

Olakanmi O, Schlesinger LS, Ahmed A, et al. The nature of extracellular iron influences
iron acquisition by Mycobacterium tuberculosis residing within human macrophages.
Infect Immun 2004;72:2022-8.

Kerkhoff AD, Meintjes G, Opie J, et al. Anaemia in patients with HIV-associated TB:
relative contributions of anaemia of chronic disease and iron deficiency. Int J Tuberc
Lung Dis 2016;20:193-201.

Camaschella C, anemia |-deficiency. Iron-Deficiency anemia. N Engl J Med
2015;372:1832-43.

Armitage AE, Moran E. Hiv-Associated tuberculosis: does the iron-regulatory hormone
hepcidin connect anemia with poor prognosis? J Infect Dis 2016;213:3-5.
Kerkhoff AD, Meintjes G, Burton R, et al. Relationship between blood
concentrations of hepcidin and anemia severity, mycobacterial burden,

and mortality among patients with HIV-associated tuberculosis. J Infect Dis
2016;213:61-70.

Kotru M, Rusia U, Sikka M, et al. Evaluation of serum ferritin in screening for iron
deficiency in tuberculosis. Ann Hematol 2004;83:95-100.

Oliwa JN, Karumbi JM, Marais BJ, et al. Tuberculosis as a cause or comorbidity of
childhood pneumonia in tuberculosis-endemic areas: a systematic review. Lancet
Respir Med 2015;3:235-43.

Goletti D, Lee M-R, Wang J-Y, et al. Update on tuberculosis biomarkers: from
correlates of risk, to correlates of active disease and of cure from disease. Respirology
2018;23:455-66.

Clifford V, He Y, Zufferey C, et al. Interferon gamma release assays for monitoring

the response to treatment for tuberculosis: a systematic review. Tuberculosis
2015;95:639-50.

Drain PK, Bajema KL, Dowdy D, et al. Incipient and subclinical tuberculosis: a clinical
review of early stages and progression of infection. Clin Microbiol Rev 2018;31.
doi:10.1128/CMR.00021-18

Goletti D, Lindestam Arlehamn CS, Scriba TJ, et al. Can we predict tuberculosis cure?
what tools are available? Eur Respir J 2018;52. doi:10.1183/13993003.01089-2018
Harari A, Rozot V, Bellutti Enders F, et al. Dominant TNF-oi+ Mycobacterium
tuberculosis-specific CD4+ T cell responses discriminate between latent infection and
active disease. Nat Med 2011;17:372-6.

Adekambi T, Ibegbu CC, Cagle S, et al. Biomarkers on patient T cells diagnose active
tuberculosis and monitor treatment response. J Clin Invest 2015;125:1827-38.

Dai Y, et al. Thorax 2019;74:1161-1167. doi:10.1136/thoraxjnl-2018-212557

1167


http://creativecommons.org/licenses/by-nc/4.0/
http://orcid.org/0000-0003-2816-0076
http://dx.doi.org/10.1016/S1473-3099(17)30691-6
http://dx.doi.org/10.5588/ijtld.11.0392
http://dx.doi.org/10.1164/rccm.201302-0365OC
http://dx.doi.org/10.1136/thoraxjnl-2016-208955
http://dx.doi.org/10.1038/sj.ejcn.1602116
http://dx.doi.org/10.1093/cid/ciu945
http://dx.doi.org/10.1038/nrmicro1046
http://dx.doi.org/10.1016/j.tube.2015.01.004
http://dx.doi.org/10.1111/imr.12265
http://dx.doi.org/10.1054/blre.2002.0193
http://dx.doi.org/10.1016/j.tube.2015.02.042
http://dx.doi.org/10.1186/1471-2334-13-48
http://dx.doi.org/10.1371/journal.pone.0037350
http://dx.doi.org/10.3945/jn.111.144287
http://dx.doi.org/10.1136/thoraxjnl-2015-207999
http://dx.doi.org/10.1128/CVI.00044-09
http://dx.doi.org/10.1371/journal.ppat.1004426
http://dx.doi.org/10.1164/ajrccm.161.4.16141
http://dx.doi.org/10.1016/j.tube.2013.12.003
http://dx.doi.org/10.1016/j.jinf.2011.04.011
http://dx.doi.org/10.1016/S1473-3099(18)30111-7
http://dx.doi.org/10.1016/j.cell.2010.06.028
http://dx.doi.org/10.1086/518040
http://dx.doi.org/10.1038/ncomms5730
http://dx.doi.org/10.1038/ncomms5730
http://dx.doi.org/10.1016/j.micinf.2011.10.001
http://dx.doi.org/10.1074/jbc.M209768200
http://dx.doi.org/10.1128/IAI.72.4.2022-2028.2004
http://dx.doi.org/10.5588/ijtld.15.0558
http://dx.doi.org/10.5588/ijtld.15.0558
http://dx.doi.org/10.1056/NEJMra1401038
http://dx.doi.org/10.1093/infdis/jiv365
http://dx.doi.org/10.1093/infdis/jiv364
http://dx.doi.org/10.1007/s00277-003-0788-9
http://dx.doi.org/10.1016/S2213-2600(15)00028-4
http://dx.doi.org/10.1016/S2213-2600(15)00028-4
http://dx.doi.org/10.1111/resp.13272
http://dx.doi.org/10.1016/j.tube.2015.07.002
http://dx.doi.org/10.1128/CMR.00021-18
http://dx.doi.org/10.1183/13993003.01089-2018
http://dx.doi.org/10.1038/nm.2299
http://dx.doi.org/10.1172/JCI77990

	Biomarkers of iron metabolism facilitate clinical diagnosis in ﻿M﻿﻿ycobacterium tuberculosis﻿ infection
	Abstract
	Introduction﻿﻿
	Methods
	Ethics statement
	Participant definition and classification
	Laboratory procedures
	High-resolution CT (HRCT) and AFB scores
	Statistical analysis and modelling

	Results
	Iron homeostasis biomarkers are differentially expressed in patients with TB and controls
	An NNET model that combines iron homeostasis biomarker levels accurately differentiates TB from controls
	The NNET model can differentiate TB from HC, LTBI, RxTB and PN
	The NNET model performs well in an independent validation cohort

	Discussion
	References


