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Background: Prior to clinical trials of new tuberculosis (TB) drugs or therapeutic vaccines,

it is necessary to develop monitoring tools to predict treatment outcomes in TB patients.

Methods: Micronutrients concentration level was determined from a total of 262 study

participants with five clinical groups: 57 TB patients coinfected with HIV (HIV+TB+), 87

active TB Patients (TB cases), 71 HIV infected without active and latent TB infection (HIV

+TST-), 22 latent TB infection (TST+) and 25 healthy controls (TST-). Vitamin A concen-

tration was measured using high-performance liquid chromatography (HPLC), whereas iron

and vitamin B12 concentrations were measured using Cobas® 6000 analyzer.

Result: The serum concentration levels of iron, vitamin A and vitamin B12 had a significant

difference between active TB and latent (LTBI) or healthy controls. Six months after

treatment, the serum concentration levels of vitamin A, vitamin B12 and iron in tuberculosis

became indistinguishable from the levels of LTBIs and healthy control individuals. The

concentration levels of iron and vitamin B12 in HIV+TB+patients at the end of TB treatment

were normalized to the levels observed in healthy controls (TST–) regardless of HAART

treatment. However, the concentration level of vitamin A in HIV+TB+patients HAART

untreated at the end of TB treatment was not normalized to the levels observed in healthy

controls (TST–) or HAART untreated HIV+TST–.

Conclusion: Detecting serum concentration levels of vitamin B12 and vitamin A might be

used as a biomarker of the diagnostic method of active TB regardless of HIV-infected

individuals. Moreover, detecting serum concentration of vitamin B12 might also be used

for TB treatment responses monitoring biomarker in TB-HIV-co-infected individuals regard-

less of HAART (in)eligibility and therapy.
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Introduction
Most immunocompetent individuals maintain latent tuberculosis (TB) infection with

only 5–10% lifelong risk of developing the clinical disease,1 while the risk rises to

10% per year in immunocompromised individuals.2 Most of the new TB cases in

2015 has occurred in Asia (61%) and the African Region (26%).3 The available

diagnostic tools of TB (smear microscopy, solid and liquid sputum culture,

Genexpert) have several limitations to detect latent and active TB4–7 and for mon-

itoring TB treatment response,8 and therefore, it is necessary to develop diagnostic
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and monitoring tools to predict treatment outcomes in TB

patients. Nutritional status is one of the most important

determinants of immune response to resist infection.9

Micronutrients are key contributors to the development of

the immune system and cytokine kinetics of the body. In

addition, micronutrients have important roles in cellular

function and immune competence10 and increase the ability

to produce immunoglobulin and activating lymphocyte

transformation for immune protection.11 Micronutrient mal-

nutrition has been described in pulmonary TB patients

previously.12 Detecting serum concentration levels of vita-

min A, vitamin B12 and iron might be used for a diagnostic

method of detecting active TB and monitoring TB treatment

response. Therefore, the aim of this study was to assess

whether the three micronutrient elements (vitamin A, vita-

min B12, and iron) concentration could be used for a bio-

marker of active TB with and without HIV infection and

these were also used for monitoring TB treatment during

anti-TB treatment therapy.

Methods
Study Design And Study Population
A total of 262 study participants and adults with age 15–65

year range were enroled from the previous cohort study.13

Study participants included 5 clinical groups: 57 TB

patients coinfected with HIV (HIV+TB+), 87 active TB

Patients (TB cases), 71 HIV infected without active and

latent TB infection (HIV+TST-), 22 latent TB infection

(TST+) and 25 healthy controls (TST-). All these study

participants had not received any vitamin supplements dur-

ing their treatment. Demographic data were collected from

the previous study. A control group of 47 (TST+and TST-)

subjects without a prior diagnosis of TB was recruited

without any clinical symptoms or signs of illness due to

active TB and HIV/AIDS. Exclusion criteria for enrollment

were the refusal of HIV testing, pregnancy, co-morbidity

with diabetes mellitus or chronic bronchitis, receiving ster-

oid therapy, receiving TB and/or HAART treatment (at

recruitment or previously), and alcohol or drug abuse that

could compromise the previous study.13 The initiation of

HAART treatment at baseline or during follow-up visits

was determined by the physician at the health center,

using the national guidelines for ART14 based on immuno-

logical criteria (CD4 count<200 cells/µL) and clinical cri-

teria. HAART was provided free of charge to eligible

patients. All active TB cases confirmed at enrollment were

treated according to the national guideline.15 All active TB

with and without HIV infection participants were followed

for 6 months of ATT. The outcomes of all TB cases were

assessed clinically based and/or laboratory-based at the end

of TB treatment, and they were cured. A 0.1 mL tuberculin

solution (RT23, State Serum Institute, Copenhagen)

was injected intradermally into the dorsal surface of the

forearm: TST positivity was classified as skin induration

diameter ≥5 mm in HIV-infected individuals while ≥10 mm

in HIV-negative individuals.

The HIV testing was determined using the Determine

HIV-½ (Abbott Laboratories, Japan) as the screening test,

the Capilus HIV-½ (Trinity Biotec, Ireland) as the confir-

matory test and Unigold HIV-½ recombinant (Trinity

Biotec, Ireland) as a tie breaker test.15 The CD4 cell

count was determined by flow cytometry using a FACS

Calibur (Becton Dickinson, San Jose, USA).

Micronutrient Concentration Testing
Vitamin A concentration level of study participants was

measured from stored plasma sample using high-perfor-

mance liquid chromatography (HPLC) (Shimadzu

Corporation, Japan) according to the standard operating pro-

cedure with the normal reference range 0.70–1.4 μmol/L.16

Plasma was diluted with retinyl acetate solution in ethanol.

The retinyl acetate acts as internal standard and the ethanol

precipitate release the retinol then extract with hexane.

Retinol is separated by HPLC using reversed-phase C18

column in methanol as mobile phase with ultraviolet detector

at 325 nm. Its concentration was determined from the ratio of

its peak area to that of retinyl acetate.

Serum iron and vitamin B12 concentration levels were

measured from stored plasma sample using a solid-phase,

competitive chemiluminescent enzyme immunoassay ana-

lyses on cobas® 6000 analyzer (Roche Diagnostics

Corporation, USA) automated immunochemistry analyser

(e601 module for B12 and c501 module for Iron), which

was operated according to manufacturer’s instructions.17,18

Two levels of quality control materials for iron (PCCC1

and PCCC2, Roche) and vitamin B12 (PV1 and PV2,

Roche) plasma concentration were run prior to sample

testing and analysed each day to set instrument sensitivity.

Statistical Analysis
To compare the concentration level of micronutrients in the

clinical-stage groups of TB, Kruskal–Wallis test was used to

compare the concentration level of micronutrients among the

study groups, while a two-tailed Wilcoxon rank-sum

(Mann–Whitney) test was used to compare two unpaired
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micronutrient concentration levels of study groups or a

Wilcoxon signed-rank test for paired two group concentration

level data after assessment of normality of the data using the

Kolmogorov–Smirnov test. All data analysis was done using

STATAversion 12.0 (College Station, Texas, USA).P-value of

5% was taken as a cut-off to determine statistical significance.

Results
Characteristics Of The Study Population

At Baseline
Malnutrition (BMI<18.5 kg/m2) was detected in 49.1% of

HIV-positive and 50.6% of HIV-negative TB patients.

Severe malnutrition (BMI<16 kg/m2) was more pro-

nounced in TB patients with and without HIV coinfection

(Supplementary Table 1).

Micronutrient Levels Of Active And

Latent TB in HIV-Negative Individuals
The plasma iron and vitamin concentrations are summar-

ized in Table 1. TB patients had low median concentrations

of vitamin A (0.7 µmol/L) and iron (0.25 µg/mL) and high

concentration of vitamin B12 (626.7 pg/mL) compared to

TST+ (1.5 µmol/L, 0.86 µg/mL and 354.5 pg/mL, respec-

tively) and to TST– (1.5 µmol/L, 0.90 µg/mL and 360.4 pg/

mL, respectively) (Table 1), suggesting that this difference

might be strongly associated with TB disease. For better

evaluation, the study participants have been divided into

two groups on the basis of age (greater and less than 30

years) and genders. The levels of serum iron, retinol and

vitamin B12 in TB patients have significant difference com-

pared to healthy controls with no difference by age category

and gender (data not shown).

Non-parametric receiver operator characteristic (ROC)

curves was done to determine the accuracy of diagnostic of

TB using plasma concentration level of iron, retinol, and

vitamin B12 compared to controls. Area under the curves

(AUCs) of iron, retinol, and vitamin B12 were 0.04, 0.124

and 0.82, respectively (Figure 1). This indicates that there

are 96%, 87% and 82% chances that low serum concentra-

tions of iron, retinol, and high concentration of vitamin B12

respectively could be able to distinguish TB cases from

TST+. The low AUC values of iron and retinol indicated

that 4% and 12.4% had the chance that high serum con-

centrations of iron and retinol could be able to distinguish

TB cases from TST+. Those micronutrients might be the

most powerful diagnostic method for classifying potential to

discriminate between TB cases and TST+. The concentra-

tion levels of iron, retinol and vitamin B12 could also best

classify TB patients and TST– with AUCs of 0.022, 0.17

and 0.76, respectively (Figure 1). This also indicates that

98%, 83% and 76% of TB cases could be able to distin-

guish from TST– using low serum concentrations of iron

and retinol, and high concentration of vitamin B12, respec-

tively. The concentration level of these micronutrients could

not discriminate TST+ from TST–.

TB patients with HIV infection (HIV+TB+) had no

statistically significant difference in concentrations of

plasma iron (0.23 µg/mL), vitamin B12 (655 pg/mL), and

vitamin A (0.6 µmol/L) compared to TB patients

(Table 2). Moreover, except iron, HIV+TST– patients

had no statistically significant difference in concentrations

of plasma vitamin B12 (402 pg/mL) and vitamin A (1.4

µmol/L) compared to TST– controls. This suggested that

HIV may not have any impact on the concentration level

of vitamin B12 and vitamin A.

Impact of Anti-TB treatment (ATT) On

Micronutrient Concentration Level In

Active TB+ Patients
In this study, we assessed also the effect of ATT treatment on

the level of micronutrient. Thus, the concentrations of iron,

vitamin B12 and vitamin A in TB patients were measured at

six months (M6) of ATT and compared to the baseline value

(M0) of the same patients (TB cases) and with that of

apparently healthy control (TST+and TST– groups). The

Table 1 Plasma Concentration Levels Of Micronutrients In The HIV-Negative Study Groups

Micronutrient Name TB (n=87) TST+(n=22) TST– (n=25) P-Value

TB vs TST+ TB vs TST– TST+vs TST–

Iron (µg/mL) 0.25(0.21–0.37) 0.86(0.64–1.07) 0.90(0.76–1.03) <0.0001 <0.0001 0.9699

Vitamin B12 (pg/mL) 626.7(479.4–829.4) 354.5(283.6–482.7) 360.4(256.7–565.5) <0.0001 <0.0001 0.8559

Vitamin A (µmol/L) 0.7(0.5–1.3) 1.5(1.4–1.8) 1.5(1.1–1.6) <0.0001 <0.0001 0.1413

Notes: Median (interquartile range) of micronutrient level values are shown at baseline and significant differences between study groups were determined using Kruskal–

Wallis H and Wilcoxon Mann–Whitney test. P-values ≤ 0.05 for the comparison between the groups are indicated in bold.
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concentrations of plasma iron and vitamin A in TB were

higher at M6 of ATTcompared to the baseline concentration,

while the concentration of vitamin B12 in TB patients was

lower at M6 of ATT compared to baseline concentration

(Table 3). The concentrations of iron, vitamin B12, and vita-

min A in TB patients at M6 of ATT were not significantly
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Figure 1 Diagnostic power of TB using plasma concentration level of single micronutrient. Receiver operator characteristics (ROC) curves showing the accuracies of diagnostic of

TB using plasma concentration level of single micronutrients. (A) Area under the curve (AUCs) of iron, retinol, and vitamin B12 was 0.04, 0.124 and 0.82, respectively, to distinguish

between TB cases and TST+. The low AUC value (4%) of iron and (12.4%) of retinol indicated that low concentration of these micronutrients could predict TB cases than TST+.

This shows that serum concentrations of iron, retinol, and vitamin B12 could distinguish 96%, 87% and 82% of TB cases accurately from TST+. (B) Area under the curves (AUCs) of
iron, retinol, and vitamin B12 were 0.022, 0.17 and 0.76, respectively, to distinguish between TB cases and TST–. This also indicates that 98%, 83% and 76% of TB cases could be able

to distinguish from TST– using low serum concentrations of iron and retinol and high concentration of vitamin B12 respectively.

Table 2 The Effect Of HIV On The Serum Concentration Level Of Micronutrient To Discriminate Active TB From Healthy Control

Study Participants (M0)

Micronutrient Name HIV+TB+

(n=57)

TB (n=87) HIV+TST–

(n=71)

TST– (n=25) P-Value

HIV+TB+vs TB HIV+TST– vs TST–

Iron (µg/mL) 0.23(0.19–0.36) 0.25(0.21–0.37) 0.58(0.36–0.84) 0.90(0.76–1.03) 0.3212 0.0005

Vitamin B12 (pg/mL) 655(491–869) 627(479–829) 402(329–512) 360(257–566) 0.6350 0.3942

Vitamin A (µmol/L) 0.6(0.4–0.9) 0.7(0.5–1.3) 1.4(1.1–1.7) 1.5(1.1–1.6) 0.0983 0.8588

Notes: Median (interquartile range) micronutrient level values are shown at baseline and significant differences between active TB with and without HIV, HIV infection and

controls were determined using the Wilcoxon Mann–Whitney test. P-values for the comparison between the groups are shown.

Table 3 Anti-TB Treatment (ATT) Response On Micronutrient Concentration Level In TB Patients After Treatment

Micronutrient

Name

TB (M0) TB (M6) TST+(M0) TST– (M0) P-Values

TB (M6) vs

TB (M0)

TB (M6) vs

TST+(M0)

TB (M6) vs

TST– (M0)

Iron(µg/mL) 0.25(0.21–0.37) 0.85(0.51–1.22) 0.86(0.64–1.07) 0.90(0.76–1.03) <0.0001 0.5507 0.4807

Vitamin B12

(pg/mL)

627(479–829) 389(279–611) 354 (284–483) 360 (257–566) 0.0001 0.4173 0.4797

Vitamin A

(µmol/L)

0.7(0.5–1.3) 1.5(1.1–1.9) 1.5(1.4–1.8) 1.5(1.1–1.6) <0.0001 0.9401 0.3459

CD4 T-cell 440(286–632) 643(501–795) 714(582–956) 805(657–870) 0.0011 0.0514 0.0306

Notes: Median (interquartile range) micronutrient level values are shown. Significant differences between M0 and M6 of TB patients were determined using Wilcoxon

signed-rank test. Significant differences between TB patients at M6 and TST+or TST– at M0 were determined using the Wilcoxon Mann–Whitney test. P-values for the

comparison between the groups are shown.
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different compared to the level of TST+and TST–. The CD4

T-cell was also significantly increased in the TB after treat-

ment and normalized with the CD4- T cell of TST+, but still

lower with compared with the CD4- Tcell of TST– (Table 3).

Impact of HAART Therapy On Serum

Concentration Of Micronutrients In

HIV-Coinfected TB Patients
To determine if (in)eligibility for HAART might be a con-

founding parameter in the concentration level of micronu-

trients during the analysis of TB treatment responses, study

groups (HIV+TB+and HIV+TST–) were classified at base-

line as either eligible or ineligible for HAART based on the

physician during the sample collection. Clearly, only iron

concentration was higher in ineligible for HAART than

eligible for HAART (Table 4). These data indicate that in

(eligibility) for HAART stratification based on in(eligibility)

for HAART at baseline may not have any impact on the

concentration level of vitamin B12 and vitamin A.

Similarly, at the end of TB treatment, the concentration

levels of iron, vitamin B12 and vitamin A in ATT plus

HAART treated HIV+TB+ patients had no significant

difference with the level of ATT only treated patients.

Moreover, the concentrations of iron, vitamin B12 and

vitamin A in HAART treated HIV+TST– patients had no

significant difference with the level of HAART untreated

HIV+TST– patients (Table 5). These data indicate that

HAART treatment in HIV+TB+ patients merely affects

the concentration level of micronutrients.

Importantly, the concentration levels of iron, vitamin B12

and vitamin A in HAART plus ATT treated HIV+TB+

patients at the end of TB treatment were comparable with

the level of HAART treated HIV+TST– patients at six

months followup and TST– at baseline. However, the con-

centration level of vitamin A in ATT only treated HIV+TB+

patients at the end of TB treatment was lower than HAART

untreated HIV+TST– patients at six months followup and

TST– at baseline (Tables 6 and 7). While at baseline the

concentration levels of iron and vitamin B12 had significant

difference between active TB cases versus TST+and TST–

controls (Table 1), longitudinal follow-up analysis showed

that the level of these micronutrients in TB treated patients

with and without HIV infection at the end of 6 months ATT

therapy became indistinguishable from those of TST+and

TST– controls. HAART (in)eligibility andHAART treatment

has not had any impact on this outcome (Tables 6 and 7).

Discussion
Assessing candidate biomarkers diagnosing TB disease

and monitoring treatment responses using concentration

Table 4 Impact Of (In)eligibility For HAARTAt Baseline (Month 0) On the Concentration Level Of Micronutrients In TB-HIV Co-infected

Micronutrient

Name

HIV+TB

+HAART–

HIV+TB

+HAART+

HIV+TB+HAART–

vs HIV+TB+HAART+

HIV+TST–

HAART–

HIV+TST–

HAART+

HIV+TST–HAART-

vs HIV+TST–

HAART+

Iron(µg/mL) 0.32(0.25–0.46) 0.2(0.15–0.28) 0.0128 0.74(0.59–0.94) 0.55(0.36–0.70) 0.0082

Vitamin B12

(pg/mL)

686 (500–984) 679 (484–785) 0.8433 402 (349–453) 488 (332–614) 0.1347

Vitamin A

(µmol/L)

0.59(0.42–1.08) 0.94(0.41–1.15) 0.4464 1.55(1.40–1.95) 1.33(1.08–1.66) 0.0715

Notes: Median (interquartile range) micronutrient values are shown. Significant differences between HAART eligible and HAART ineligible HIV+TB+ patients at baseline

(Month 0) and between HAART eligible and HAART ineligible HIV+TST–- atients at baseline (Month 0) were determined using the Wilcoxon signed-rank test. P-values ≤
0.05 for the comparison between the groups are indicated in bold.

Table 5 Effect of HAART During TB treatment Response On The Concentration Of Micronutrients (Month 6)

Micronutrient

Name

HIV+TB

+HAART–

HIV+TB

+HAART+

HIV+TB+HAART- vs

HIV+TB+HAART+

HIV+TST–

HAART–

HIV+TST–

HAART+

HIV+TST–HAART– vs

HIV+TST–HAART+

Iron(µg/mL) 0.75(0.44–1.00) 0.82(0.54–1.48) 0.4875 0.81(0.71–0.88) 0.66(0.51–1.02) 0.3111

Vitamin B12

(pg/mL)

367(264–532) 381(294–532) 0.8170 400(378–411) 446(355–587) 0.4211

Vitamin A

(µmol/L)

1.08(0.59–1.36) 1.38(1.06–2.02) 0.1649 1.78(1.64–1.85) 1.78(1.15–1.99) 0.7655

Notes: Median (interquartile range) micronutrient values are shown. Significant differences between HAART treated and HAARTuntreated HIV+TB+ patients and between

HAART treated and HAARTuntreated HIV+TST– patients at completion of treatment (Month 6) were determined using the Wilcoxon signed-rank test. P-values ≤ 0.05 for

the comparison between the groups are indicated in bold.
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level of micronutrients will be important for the future

direction of TB disease control. Here, we used three

micronutrients which could discriminate clinical stages of

TB and monitoring treatment responses. The concentration

levels of iron, vitamin B12 and vitamin A in TB patients

with and without HIV infection had a significant difference

compared to TST+and TST– control individuals, and this

difference was strongly associated with TB disease, and

these micronutrients indeed play critical roles in the

response against TB.

In this study, TB patients had low plasma concentra-

tions of vitamin A and iron and high levels of vitamin

B12 compared to TST+and TST– individuals. The lower

concentration of vitamin A in TB patients was in

line with previous reports from Rwanda,19 India.20

Vitamin A is known to play a vital role for normal

functioning and proliferation of T and B lymphocytes,

for macrophage activity and for generation of antibody

response.21 The lower concentration level of plasma

vitamin A in TB patients might be due to increased

urinary excretion of vitamin A, appetite loss and

anorexia, reduced absorption of fat, and increased utili-

zation of vitamin A by tissues.20,22

Low iron concentration is known in patients with TB

and HIV.23,24 Low iron concentration in TB and TB-HIV-

coinfected patients was reported in a previous study in the

north-west of Ethiopia,25 and in Iran,26 which was similar

to our finding. Iron has a significant role in the myeloper-

oxidase-dependent generation of hypochlorous acid which

is a microbicidal factor.27 This low iron concentration

circulation in the plasma might be due to increasing degree

of anemia, increased blood loss from hemoptysis,

decreased proliferation of red blood cell, poor appetite

and food intake, inflammation or deficiency of iron by

the shift of iron from a transferrin-bound available state

to a ferritin incorporated storage state.24

Unlike vitamin A and iron, a significantly high con-

centration level of plasma vitamin B12 was observed in

adult TB patients in this study. A study in India showed

that the serum concentration level of vitamin B12 in the TB

patients was lower than controls among HIV-infected indi-

viduals, which is in contrast to our finding.28 In contrast to

Table 6 Impact Of ATT Plus HAARTOn The Level Of Micronutrients In HIV+TB+Patients Compared To HAART Treated HIV+TST–

and TST– Control Subjects

Micronutrient

Name

HIV+TB

+(M0)

HIV+TB

+(M6)

HIV+TST–

(M6)

TST– (M0) HIV+TB

+(M6) vs HIV

+TB+(M0)

HIV+TB

+(M6) vs HIV

+TST– (M6)

HIV+TB

+(M6) vs

TST– (M0)

Iron(µg/mL) 0.2(0.15–0.28) 0.82(0.54–1.48) 0.66(0.51–1.02) 0.90(0.76–1.03) 0.0117 0.4649 0.8073

Vitamin B12

(pg/mL)

679 (484–785) 381(294–532) 446(355–587) 360 (257–566) 0.0687 0.4901 0.9281

Vitamin A

(µmol/L)

0.94(0.41–1.15) 1.38(1.06–2.02) 1.78(1.15–1.99) 1.5(1.1–1.6) 0.0793 0.5027 0.8830

Notes: Median (interquartile range micronutrient values are shown. Significant differences between HAART eligible HIV+TB+patients at baseline (Month 0) and 6 months

following HAART and ATT treatment initiation (Month 6) were determined using Wilcoxon signed-rank test. Significant differences between the different HAART treated

study groups at the 6-month time point were determined using the Wilcoxon Mann–Whitney test.

Table 7 Micronutrient Level Of The ATT Treatment Response In HAART Untreated HIV+TB+ Patients Compared To HAART

Ineligible HIV+TB+, HAART Untreated HIV+TST– and TST– Control Subjects

Micronutrient

Name

HIV+TB

+(M0)

HIV+TB

+(M6)

HIV+TST–

(M6)

TST– (M0) HIV+TB

+(M6) vs HIV

+TB+(M0)

HIV+TB

+(M6) vs HIV

+TST– (M6)

HIV+TB

+(M6) vs

TST– (M0)

Iron(µg/mL) 0.32(0.25–0.46) 0.75(0.44–1.00) 0.81(0.71–0.88) 0.90(0.76–1.03) 0.0180 0.8120 0.2028

Vitamin B12

(pg/mL)

686 (500–984) 367(264–532) 400(378–411) 360 (257–566) 0.3980 0.2845 0.8637

Vitamin A

(µmol/L)

0.59(0.42–1.08) 1.08(0.59–1.36) 1.78(1.64–1.85) 1.5(1.1–1.6) 0.0500 0.0011 0.0424

Notes: Median (interquartile) range micronutrient values are shown. Significant differences between HAART ineligible HIV+TB+ patients at baseline (Month 0) and 6

months following HAART untreated and ATT treatment initiation (Month 6) were determined using the Wilcoxon signed-rank test. Significant differences between the

different HAARTuntreated study groups at the 6-month time point were determined using Wilcoxon Mann–Whitney test. P-values ≤ 0.05 for the comparison between the

groups are indicated in bold.
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the above finding, a higher vitamin B12 plasma concentra-

tion is related to the dysfunction of the cell due to a

reduced intracellular concentration as a result of cell

damage.29 This higher vitamin B12 plasma concentration

might be a pseudo elevation which might be associated

with liver dysfunction.30

We assessed also the levels of iron, vitamin B12, and

vitamin A concentrations in response to ATT. We showed

that the concentration levels of vitamin A, vitamin B12, and

iron had significant difference between TB patients at base-

line and at 6 months of ATT treated individuals. The con-

centration levels of those micronutrient parameters in TB

patients at the end of ATT treatment were normalized to

levels observed in latent TB and healthy controls (TST+and

TST–). The finding that TB patients treated with ATT had

significantly increased the vitamin A and iron concentrations

compared to baseline, and this was consistent with the pre-

vious findings.31,32 The increment of vitamin A and iron and

decrement vitamin B12 concentrations after taking ATT treat-

ment in TB patients might be due to the body reclaiming

normal physiological function of the affected organs33 and

immune function improves by cleaning or a rapid drop in the

bacterial load, which had been driving and circulating their

production in the blood.34 Our results also showed that ATT

induced high CD4 cells restored in TB patients at the end of

ATT compared to that at the baseline (P<0.0011) which

support the above statement. Interestingly, HIV and

HAART (in)eligibility of TB patients at baseline had no

effect on the concentration levels of vitamin B12 and vitamin

A. Moreover, HAART treatment had no effect on the con-

centration levels of iron, vitamin B12 and vitamin A in ATT

treated HIV+TB+ patients. The concentration levels of iron

and vitamin B12 in HIV+TB+ patients at the end of ATT

treatment were normalized to the levels observed in healthy

controls (TST–) regardless of HAART treatment and this

could be associated with TB treatment response on the con-

centration of these micronutrients. However, the concentra-

tion level of vitamin A in HAART untreated HIV+TB+

patients at the end of ATT treatment was not normalized to

the level observed in healthy controls (TST–). This indicates

that treatment response on the concentration level of vitamin

A might be dependent on HAART treatment to normalize to

the level of healthy controls. Larger multicentre studies

would be required to confirm whether the results are gener-

ally applicable to TB patients in a variety of settings. The

change difference of micronutrients might be specific to the

population studied and may not be specific to infection with

M. tuberculosis.

Conclusion
Detecting serum concentration levels of vitamin B12 and

vitamin A might be used as a biomarker of the diagnostic

method of active TB with and without HIV infection.

Detecting the concentration level of these micronutrients

might also be used for TB treatment response monitoring

biomarker in HIV-uninfected individuals. Moreover,

detecting serum concentration of vitamin B12 might also

be used for TB treatment response monitoring biomarker

in TB-HIV-co-infected individuals regardless of HAART

(in)eligibility and therapy.

Ethical Statement
This study was conducted in accordance with the

Declaration of Helsinki. All study participants provided

written, informed consent and assent for those under the

age of 18 from a parent or legal guardian on their behalf at

enrollment. The previous study obtained ethical clearance

from the Scientific and Ethics Research Office of Ethiopian

Public Health Institute (Ref. EPHI 6.13/268), and the

Health Research Ethics Review Committee of the ministry

of Ethiopian Science and Technology (Ref. RDHE/54-75/

2002), and this study obtained ethical clearance from the

Ethiopian Public Health Institute Sciences Ethics Review

Committee (Ref.EPHI 6.13/268) to use the stored sample.

The research article is original. This article is not published

in any other journal previously or not under consideration

for publication currently by another journal.

Availability Of Data and Material
All raw data generated or analysed during this study are

included in this published article as supplementary data files.

Abbreviations
AFB, Acid Fast Bacilli; AIDS, Acquired Immune

Deficiency Syndrome; ART, Anti-retroviral Treatment;

ATT, Anti-tuberculosis Treatment; BMI, Body Mass

Index; CD, Cluster Differentiation; HPLC, high perfor-

mance liquid chromatography; HIV, Human Immune defi-

ciency Virus; HIV+TB+, Active TB HIV positive patients;

HIV+TST+, HIV positive with Latent TB infection; TB,

Active TB and HIV negative patients; TST-, HIV negative

and Latent TB negative; TST+, HIV negative and Latent

TB positive; M0, Month 0; M6, Month 6; Mtb,

Mycobacterium tuberculosis; SOP, Standard operation pro-

cedure; TB, Tuberculosis; TST, tuberculin skin test; TST-,

negative TST tests; TST+, positive TST tests.

Dovepress Gebremicael et al

International Journal of General Medicine 2019:12 submit your manuscript | www.dovepress.com

DovePress
359

Powered by TCPDF (www.tcpdf.org)

http://www.dovepress.com
http://www.dovepress.com


Acknowledgment
The authors would like to acknowledge all patients parti-

cipating in this cohort study, all the study nurses involved,

and the data clerk. The authors would like also to

acknowledge Zelalem Messele and Wudnesh Mulat for

support during data analysis. This study was supported

by Ethiopian Public Health Institute.

Author Contributions
All authors contributed to data analysis, drafting or revising

the article, gave final approval of the version to be published,

and agree to be accountable for all aspects of the work.

Disclosure
The authors report no conflicts of interest in this work.

References
1. van Crevel R, Ottenhoff TH, van der Meer JW. Innate immunity to

Mycobacterium tuberculosis. Clin Microbiol Rev. 2002;15(2):294–
309. doi:10.1128/CMR.15.2.294-309.2002

2. World Health Organization (WHO). Global Tuberculosis Report.
WHO, 2011.

3. World Health Organization (WHO). Global tuberculosis report; 2016.
Available from: http://apps.who.int/iris/bitstream/10665/250441/1/
9789241565394-eng.pdf?ua=1. Accessed September 05, 2019.

4. Parida SK, Kaufmann SH. The quest for biomarkers in tuberculosis.
Drug Discov Today. 2010;15(3–4):148–157. doi:10.1016/j.drudis.
2009.10.005

5. Nahid P, Saukkonen J, Kenzie WRM, et al. Tuberculosis biomarker
and surrogate endpoint research roadmap. Am J Respir Crit Care
Med. 2011;184(8):972–979. doi:10.1164/rccm.201105-0827WS

6. Walzl G, Ronacher K, Hanekom W, Scriba TJ, Zumla A.
Immunological biomarkers of tuberculosis. Nat Rev Immunol.
2011;11(5):343–354. doi:10.1038/nri2960

7. Mehta PK, Raj A, Singh N, Khuller GK. Diagnosis of extrapulmon-
ary tuberculosis by PCR. FEMS Immunol Med Microbiol. 2012;66
(1):20–36. doi:10.1111/j.1574-695X.2012.00987.x

8. Parsons LM, Somoskovi A, Gutierrez C, et al. Laboratory diagnosis of
tuberculosis in resource-poor countries: challenges and opportunities.
Clin Microbiol Rev. 2011;24(2):314–350. doi:10.1128/CMR.00059-10

9. Perronne C. Tuberculosis, HIV infection, and malnutrition: an infer-
nal trio in central Africa. Nutrition. 1999;15(4):321–322.

10. Maggini S, Wintergerst ES, Beveridge S, Hornig DH. Selected vita-
mins and trace elements support immune function by strengthening
epithelial barriers and cellular and humoral immune responses. Br J
Nutr. 2007;98(S1):S29–S35. doi:10.1017/S0007114507832971

11. Oguntibeju OO, van den Heever WM, Van Schalkwyk FE. The
interrelationship between nutrition and the immune system in HIV
infection: a review. Pak J Biol Sci. 2007;10(24):4327–4338. doi:10.
3923/pjbs.2007.4327.4338

12. Choi R, Kim HT, Lim Y, et al. Serum concentrations of trace
elements in patients with tuberculosis and its association with treat-
ment outcome. Nutrients. 2015;7(7):5969–5981. doi:10.3390/nu7075
263

13. Kassa D, de Jager W, Gebremichael G, et al. The effect of HIV
coinfection, HAART and TB treatment on cytokine/chemokine
responses to Mycobacterium tuberculosis (Mtb) antigens in active
TB patients and latently Mtb infected individuals. Tuberculosis.
2017;96:131–140.

14. World Health Organization (WHO). Federal HIV/AIDS Prevention
and Control Office. Guidelines for HIV Counseling and Testing in
Ethiopia; WHO, 2007.

15. World Health Organization (WHO). Tuberculosis, Leprosy and TB/HIV
Prevention and Control Programme Manual. Fourth ed. WHO, 2008.

16. Immundiagnostik. Vitamin A/E HPLC Kit. For the Determination of
Vitamin A/E in Plasma and Serum; 2014: 1–24.

17. Rotch. Insert kit, Catalogue no. 07212771190. http://labogids.sintmaria.
be/sites/default/files/files/vb12_ii_2017-05_v3.pdf. Rotch 2017.

18. Rotch. Insert kit, cataloque number:11965239001v19.0. https://trans
late.google.com/translate?hl=en&sl=cs&u=http://objednavky.roche-
diagnostics.cz/objednavky/info/11876996216p.pdf&prev=search.
Rotch 2017.

19. Rwangabwoba JM, Fischman H, Semba RD. Serum vitamin A levels
during tuberculosis and human immunodeficiency virus infection. Int
J Tuberc Lung Dis. 1998;2(9):771–773.

20. Ahmad I, Srivastava V, Prasad R, Yusuf M, Saleem M, Ali W.
Deficiency of micronutrient status in pulmonary tuberculosis patients
in North India. Biomed Res. 2011;22:4.

21. Chandra RK. 1990 McCollum award lecture. Nutrition and immu-
nity: lessons from the past and new insights into the future. Am J Clin
Nutr. 1991;53(5):1087–1101. doi:10.1093/ajcn/53.5.1087

22. Ginzburg VS, Dadamukhamedov AA. [Absorption of nutrients in
patients with pulmonary tuberculosis]. Probl Tuberk. 1990;10:44–46.

23. Das BS, Devi U, Mohan Rao C, Srivastava VK, Rath PK. Effect of iron
supplementation on mild to moderate anaemia in pulmonary tuberculo-
sis. Br J Nutr. 2003;90(3):541–550. doi:10.1079/BJN2003936

24. Isanaka S, Mugusi F, Urassa W, et al. Iron deficiency and anemia
predict mortality in patients with tuberculosis. J Nutr. 2012;142
(2):350–357. doi:10.3945/jn.111.144287

25. Kassu A, Yabutani T, Mahmud ZH, et al. Alterations in serum levels
of trace elements in tuberculosis and HIV infections. Eur J Clin Nutr.
2006;60(5):580–586. doi:10.1038/sj.ejcn.1602352

26. Sepehri Z, Mirzaei N, Sargazi A, et al. Essential and toxic metals in
serum of individuals with active pulmonary tuberculosis in an ende-
mic region. J Clin Tuberc Other Mycobact Dis. 2017;6:8–13.
doi:10.1016/j.jctube.2017.01.001

27. Edem VF, Ige O, Arinola OG. Plasma vitamins and essential trace
elements in newly diagnosed pulmonary tuberculosis patients and at
different durations of anti-tuberculosis chemotherapy. Egypt J Chest
Dis Tuberc. 2015;64(3):675–679. doi:10.1016/j.ejcdt.2015.03.031

28. Adhikari PM, Chowta MN, Ramapuram JT, Rao SB, Udupa K,
Acharya SD. Effect of vitamin B12 and folic acid supplementation
on neuropsychiatric symptoms and immune response in HIV-positive
patients. J Neurosci Rural Pract. 2016;7(3):362–367. doi:10.4103/
0976-3147.182774

29. Cappello S, Cereda E, Rondanelli M, et al. Elevated plasma vitamin
B12 concentrations are independent predictors of in-hospital mortal-
ity in adult patients at nutritional risk. Nutrients. 2017;9(1):1. doi:10.
3390/nu9010001

30. Sugihara T, Koda M, Okamoto T, et al. Falsely elevated serum
vitamin B(12) levels were associated with the severity and prognosis
of chronic viral liver disease. Yonago Acta Med. 2017;60;1:31–39.

31. Gupta KB, Gupta R, Atreja A, VermaM, Vishvkarma S. Tuberculosis and
nutrition. Lung India. 2009;26(1):9–16. doi:10.4103/0970-2113.45198

32. Pourfallah F, Javadian S, Zamani Z, et al. Evaluation of serum levels
of essential trace elements in patients with pulmonary tuberculosis
before and after treatment by age and gender. Pak J Biol Sci. 2011;14
(10):590–594. doi:10.3923/pjbs.2011.590.594

33. Chakraborty SSK, Bhattacharyya R, Banerjee D. Vitamin deficiency
and tuberculosis: need for urgent clinical trial for managment of
tuberculosis. J Nutrit Health Food Sci. 2014;2(2):1–6.

34. Kassa D, Ran L, Jager W, et al. Discriminative expression of whole
blood genes in HIV patients with latent and active TB in Ethiopia.
Tuberculosis (Edinb). 2016;100:25–31. doi:10.1016/j.tube.2016.06.
003

Gebremicael et al Dovepress

submit your manuscript | www.dovepress.com

DovePress
International Journal of General Medicine 2019:12360

Powered by TCPDF (www.tcpdf.org)

https://doi.org/10.1128/CMR.15.2.294-309.2002
http://apps.who.int/iris/bitstream/10665/250441/1/9789241565394-eng.pdf?ua=1
http://apps.who.int/iris/bitstream/10665/250441/1/9789241565394-eng.pdf?ua=1
https://doi.org/10.1016/j.drudis.2009.10.005
https://doi.org/10.1016/j.drudis.2009.10.005
https://doi.org/10.1164/rccm.201105-0827WS
https://doi.org/10.1038/nri2960
https://doi.org/10.1111/j.1574-695X.2012.00987.x
https://doi.org/10.1128/CMR.00059-10
https://doi.org/10.1017/S0007114507832971
https://doi.org/10.3923/pjbs.2007.4327.4338
https://doi.org/10.3923/pjbs.2007.4327.4338
https://doi.org/10.3390/nu7075263
https://doi.org/10.3390/nu7075263
http://labogids.sintmaria.be/sites/default/files/files/vb12_ii_2017-05_v3.pdf
http://labogids.sintmaria.be/sites/default/files/files/vb12_ii_2017-05_v3.pdf
https://translate.google.com/translate?hl=en&amp;sl=cs&amp;u=http://objednavky.roche-diagnostics.cz/objednavky/info/11876996216p.pdf&amp;prev=search
https://translate.google.com/translate?hl=en&amp;sl=cs&amp;u=http://objednavky.roche-diagnostics.cz/objednavky/info/11876996216p.pdf&amp;prev=search
https://translate.google.com/translate?hl=en&amp;sl=cs&amp;u=http://objednavky.roche-diagnostics.cz/objednavky/info/11876996216p.pdf&amp;prev=search
https://doi.org/10.1093/ajcn/53.5.1087
https://doi.org/10.1079/BJN2003936
https://doi.org/10.3945/jn.111.144287
https://doi.org/10.1038/sj.ejcn.1602352
https://doi.org/10.1016/j.jctube.2017.01.001
https://doi.org/10.1016/j.ejcdt.2015.03.031
https://doi.org/10.4103/0976-3147.182774
https://doi.org/10.4103/0976-3147.182774
https://doi.org/10.3390/nu9010001
https://doi.org/10.3390/nu9010001
https://doi.org/10.4103/0970-2113.45198
https://doi.org/10.3923/pjbs.2011.590.594
https://doi.org/10.1016/j.tube.2016.06.003
https://doi.org/10.1016/j.tube.2016.06.003
http://www.dovepress.com
http://www.dovepress.com


Video abstract

Point your SmartPhone at the code above. If you have a
QR code reader the video abstract will appear. Or use:

https://youtu.be/_5I6Epu0ko0

International Journal of General Medicine Dovepress
Publish your work in this journal
The International Journal of General Medicine is an international,
peer-reviewed open-access journal that focuses on general and
internal medicine, pathogenesis, epidemiology, diagnosis, moni-
toring and treatment protocols. The journal is characterized by the
rapid reporting of reviews, original research and clinical studies

across all disease areas. The manuscript management system is
completely online and includes a very quick and fair peer-review
system, which is all easy to use. Visit http://www.dovepress.com/
testimonials.php to read real quotes from published authors.

Submit your manuscript here: https://www.dovepress.com/international-journal-of-general-medicine-journal

Dovepress Gebremicael et al

International Journal of General Medicine 2019:12 submit your manuscript | www.dovepress.com

DovePress
361

Powered by TCPDF (www.tcpdf.org)

http://www.dovepress.com
http://www.dovepress.com/testimonials.php
http://www.dovepress.com/testimonials.php
http://www.dovepress.com
http://www.dovepress.com

