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SUMMARY

Tuberculosis-diabetes mellitus (TB-DM) is linked to a distinct inflammatory profile, which can be assessed
using multi-omics analyses. Here, a machine learning algorithm was applied to multi-platform data,
including cytokines and gene expression in peripheral blood and eicosanoids in urine, in a Brazilian
multi-center TB cohort. There were four clinical groups: TB-DM(n = 24), TB only(n = 28), DM(HbA1c >
6.5%) only(n = 11), and a control group of close TB contacts who did not have TB or DM(n = 13).
After cross-validation, baseline expression or abundance of MMP-28, LTE-4, 11-dTxB2, PGDM, FBXO6,
SECTM1, and LINCO2009 differentiated the four patient groups. A distinct multi-omic-derived, dimen-
sionally reduced, signature was associated with TB, regardless of glycemic status. SECTM1 and FBXO6
mRNA levels were positively correlated with sputum acid-fast bacilli grade in TB-DM. Values of the bio-
markers decreased during the course of anti-TB therapy. Our study identified several markers associated
with the pathophysiology of TB-DM that could be evaluated in future mechanistic investigations.

INTRODUCTION

Tuberculosis (TB) affects approximately 10 million people annually, and despite being a preventable and curable disease, 1.6 million people
died from TB in 2021." About one-quarter of the world's population is estimated to be infected with Mycobacterium tuberculosis (Mtb).”

After infecting persons via the lungs, Mtb can disseminate and affect several other organ systems, resulting in a large potential range of
clinical manifestations and varying degrees of severity depending on the interaction between Mtb and host immune responses. Factors that
affect immune responses can influence the inflammatory reactions against Mtb; these include infection with HIV,? and genetic,” environ-
mental,” nutritional,® and metabolic features such as dysglycemia and diabetes mellitus (DM).

DM is one of the most common metabolic diseases worldwide. Currently, 422 million people are living with DM,” most of whom reside in
low and middle-income countries. Approximately 1.5 million deaths have been attributed to DM annually.” Sustained and uncontrolled hy-
perglycemia leads to changes in immune regulation®; therefore, people living with DM are considered immunosuppressed hosts.” The
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Figure 1. Distinct multi-omic expression profiles identified tuberculosis regardless the glycemic status

Right panel. A hierarchical cluster analysis (Ward method with 100 x bootstrap) was employed to test the overall expression of plasma cytokines, gene expression
and urinary eicosanoids in the study population. Dendrograms represent Canberra distance. Left panel. Differential expression analysis was used to calculate the
fold-changes and show differences in biomarkers levels for each clinical group (TB, TB-DM, and DM) versus control. Differences that reached statistical
significance after adjustment for multiple comparisons (adjusted p < 0.05) are represented in colored bars.

association between TB and DM has important health consequences. Previous studies have revealed that DM increases the risk of incident TB
3-fold and increases the risk of TB unfavorable outcomes 2-fold.'""!

Our group has studied TB-DM interactions, including activation of transcriptional pathways in disease complications,'” persistent inflam-
mation during anti-TB treatment (ATT),"® increased Mtb transmission to close contacts,’* more severe TB clinical presen‘[ation,15 and
increased risk of unfavorable ATT outcomes.'®"® However, while most of the studies used different assays, which were analyzed separately
to characterize TB-DM, the use of multiple omics platforms remains poorly explored in the context of TB-DM interactions. Multi-omics pro-
vides the opportunity to gain insights into disease pathogenesis, given that it simultaneously explores several components of immune re-
sponses through multiple assay platforms. This is a powerful tool to generate hypotheses pertaining to the intricate molecular relationships
that may be driving disease. To our knowledge, no previous investigation has examined whether multi-omics analyses can help characterize
TB-DM pathogenesis. To fill this knowledge gap, we leveraged samples and data collected in the multi-center prospective cohort of the
Regional Prospective Observational Research in Tuberculosis (RePORT)-Brazil (www.reportbrazil.org). We used transcriptomic and cytokine
data from peripheral blood and eicosanoids measured in urine, collected at the same time points from persons with TB-DM, TB only, DM only,
and non-TB/non-DM close contacts (control group). We applied a random forest model to investigate a possible multi-omic signature that
could characterize TB-DM. Furthermore, we tracked the expression of the components of the multi-omic signature in the study groups during
the course of ATT. Our results identified novel pathways that may drive disease pathogenesis and serve as targets for future host-directed
therapies for TB-DM and as markers of progression to cure after antitubercular therapy initiation. Additionally, the transcriptomic markers
identified here have shown a robust accuracy to detect TB-DM in an external validation study using cohorts from India, South Africa, and
Romania.

RESULTS

Characteristics of study population

All patients included in our analysis were classified according to their status regarding TB disease and DM. The groups were composed of 24
with TB-DM, 28 TB only, 11 DM only, and 13 non-TB/non-DM (controls). TB-DM and DM only participants were older, with a median age of
46.5(37-55.7) and 56 (IQR:51-59) years, respectively (p < 0.001; Table S1). In addition, controls and participants with DM were more frequently
female than those with TB-DM and TB only. Higher BMI was found in the controls and in DM only groups, with a median (IQR) of 29 (24-33) and
29 (27-32), respectively, compared to 20 (18-22) and 22 (18-26) in TB only and TB-DM patients (p < 0.001) (Table S1). The levels of HbATc were
higher in those with TB-DM (median [IQR] 8.1 [6.6-11.3], followed by DM only 7.1 [6.9-8.4] p < 0.001). Of note, TB only patients were not signif-
icantly different regarding AFB (acid-fast bacilli) smear grade and the proportion with cavities on chest X-ray (Table S1).

Multi-omic expression profiles of tuberculosis and diabetes associations

To address the aim of finding a distinct profile that distinguishes TB regardless of DM, our first step was to study the multi-omic alterations in
TB and DM using a well-established dimensionality reduction approach (Figure S1). This approach selected 7 parameters that could most
contribute to discrimination between all the study groups (Figure S1). The Gini score and mean accuracy for each marker used in our model
to discriminate between the clinical groups were provided in Table S2 and Figure S2. To further evaluate the baseline multi-omic profiles of
the clinical groups, we first examined the expression of the seven selected features (Figure 1), as described in the STAR methods section.
Using a heatmap with log-10 transformed values to assess the overall sample expression, we discovered that TB patients (TB-DM and TB
only) had a distinct expression profile compared to non-TB groups, including controls and DM only, with a tendency toward higher expression
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Figure 2. A distinct multi-omic expression and correlation profile between AFB grade and markers among TB groups

(A) Left panel. A hierarchical cluster analysis (Ward method with 100 X bootstrap) was employed to evaluate multi-omic marker expression according to the AFB
smear grade in TB and TB-DM, as indicated. Right panel. A Spearman correlation analysis was used to study the influence of the AFB smear grade on multi-omic
marker expression. The rho values are shown. Red bars indicate correlation with p value < 0.05.

(B) Spearman correlation plots demonstrating the associations between the expression levels of the indicated genes and the AFB smear grade. Line represent
linear regression. R: Spearman rho value.

of 11dTxB2, PGDM, FBXO6, SECTM1, and LINC02009 in TB patients (Figure 1, left panel; Table S3). Of note, the heatmap demonstrated that
the impact of TB disease on the biosignature expression values was able to cluster TB-disease participants independent of DM status (Fig-
ure 1, left panel; Table S2). The fold-difference of the multi-omic markers between the clinical groups versus control group is summarized in
Figure 1, right panel. When the TB only group was compared with controls, the profile was similar to that observed between TB-DM vs. control
group, with higher expressions observed in the majority of the markers in both TB groups, except for MMP28, which was higher in the control
group when compared with the TB only group. (Figure 1, right panel). Extending the approach to DM only and control differences, we found
higher levels of LTE4 (leukotriene E4) and PGDM (prostaglandin D metabolite) in DM only participants (Figure 1, right panel). These findings
reveal a higher multi-omic expression of biomarkers capable of clustering TB patients, regardless of DM status, which suggests differential
expression triggered by TB disease.

Variation in the multi-omic activation according to AFB grade and clinical group

After identifying a multi-omic profile that characterized the TB only and TB-DM groups, our next step was to evaluate whether glycemic
status affected the expression of markers according to AFB smear grade (Figure 2). Using hierarchical clustering on the Z score normalized
data at baseline, we observed that patients with TB (with and without DM) and AFB smear grade equal to 2+ tended to express higher
levels of SECTM1, FBXO6, and 11dTxB2 compared with other AFB grades (Figure 2A). Those marker levels were lower among those with
TB with AFB grade 1+ (Figure 2A). On the other hand, the TB-DM group showed higher expression of LTE4 and MMP28 in those with AFB
grade 1+, PGDM and 11dTxB2 in AFB grade 2+, and finally FBXO6, SECTM1, and LINCO2009 in AFB grade 3+ (Figure 2A). Next, using
Spearman correlation analysis we found that the AFB smear grade was correlated with SECTM1 and FBXO6 expression in TB-DM partic-
ipants. No significant correlation was observed in the TB only group (Figures 2A and 2B). No significant correlation was observed in the TB
only group (Figure 2A). This finding suggests that the presence of TB was associated with changes in multi-omic expression according to
AFB smear grade.
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Figure 3. Changes in multi-omic expression after anti-tuberculosis therapy initiation

(A) A hierarchical cluster analysis (Ward method with 100 x bootstrap) was employed to evaluate multi-omic marker expression in TB and TB-DM after anti-
tuberculosis therapy initiation.

(B) A boxplot was used to test the changes in multi-omic levels in months 2 and 6 after ATT. In the graphs, dots represent median and whiskers represent
interquartile range values.

Changes in multi-omic expression after anti-tuberculosis therapy initiation

We next evaluated changes in the biomarker expressions or concentrations after ATT initiation (Figure 3). Using a heatmap approach, we were
able to show an overall decreasing tendency in marker values, in both the TB and TB-DM groups (Figure 3A). Next, we prospectively assessed
marker expressions to evaluate the dynamics of multi-omic expression during ATT (Figure 3B). We discerned a reduced level of 11dTxB2 in the
TB group, as well as a reduced level of FBXO6 and SECTM1 expression in both the TB and TB-DM groups, and reduced LINC02009 expres-
sion in the TB-DM group.

The multi-omic approach resulted in a transcriptomic signature to detect TB-DM

After evaluating the multi-omic profile of TB and TB-DM interaction, we extended our analysis to verify the expression of the transcriptomic
markers identified here. Using data from a multi-center, prospective cohort study of our group,'? which assessed transcriptomic data from
290 participants, recruited from two sites in India, one in Brazil and publicity available RNA-seq data from two sites of a TANDEM consortium
(Romania and South Africa),”” we test the accuracy of the transcriptomic markers identified here by our machine learning analysis (Figures 4 and
S3). First, we used a heatmap approach applied to the four countries, verifying the expression of MMP28, SECTM1, FBOX6, and LINCO2009
(Figure S3). Our results identified that these genes were capable of detecting TB regardless of the glycemic status in Brazil, India, and Romania
(Figure S3), marked by higher expression of the markers in TB-DM and TB only (Figure S3). Additionally, we used a fold-change Log?2 to study
the expression of the markers in each clinical group and in each country (Figure S3). Of interest, our results revealed a similar expression profile
in TB-DM and TB only in Brazil and India, with higher expression of SECTM1, FBOX4, and LINCO2009 when compared with non-TB/non-DM
controls, whereas MMP28 was higher in the controls (Figure S3). Next, we used the receiver operating characteristic (ROC) curve, employing the
genes MMP28, SECTM1, FBOX6, and LINCO2009 to verify the accuracy of these markers, together, to identify TB only, TB-DM, and DM only
(Figure 4), shown a robust accuracy in detecting TB-DM, area under curve (AUC) 0.99, 0.91, 0.98, and 0.94 in Brazil, India, Romania, and South
Africa, respectively (Figure 4). Our resultidentifies a transcriptomic signature, composed by expression levels of MMP28, SECTM1, FBOXé, and
LINCO2009, and identified using machine learning analysis applied to multi-platform data, with a great accuracy to detect TB-DM.
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Figure 4. Accuracy of a new transcriptomic signature to detect TB-DM

Accuracy of the gene signature detected in the random forest analysis to classify TB, with or without DM in Brazil (A), India (B), Romania (C) and South Africa (D).
Receiver operator characteristics (ROC) curve analysis was used to check the accuracy of the signature genes identified by the random forest model to classify the
TB, TB-DM, and DM groups in each clinical site as indicated with respect to TB disease.

DISCUSSION

To achieve the World Health Organization targets for TB elimination, new strategies in the TB field are required. The study of omics has been
extensively applied to provide insights into the pathophysiological changes induced by Mtb infection. Several mRNA transcriptomic signa-
tures have been proposed in recent years as new tools for the diagnosis, prognosis, and treatment monitoring of Mtb infection and TB dis-
ease.”’** Nevertheless, advances have been made using isolated omics, and the employment of an integrative analysis could better dissect
the changes triggered by Mtb infection. Here, we performed an integrated omics analysis, using transcriptomic data; eicosanoid measure-
ments in urine; and soluble inflammatory biomarkers in blood, to identify a multi-omic profile that characterized TB and DM.

Our first step was to perform dimensionality data reduction. A random forest model was applied to the integrated multi-omic data
(Luminex and RNAseq from peripheral blood and eicosanoids from urine) to select the most informative features. The random forest algo-
rithm works based on summarizing multiple decision trees, evaluating the importance of markers in classifying the samples within the data.
The variables were evaluated by using the mean decrease of accuracy and Gini indexes. This algorithm has been used by our group in TB and
HIV coinfection studies.>>?® This approach was also applied to the conceptualization of predictive models in cardiovascular diseases®’ and to
predict outcomes in neurosurgery.?8 After cross-validation, MMP-28, LTE-4, 11- dTxB2, PGDM, FBXO6, SECTM1, and LINCO2009 were
selected. Importantly, despite the crucial role of cytokines in TB inflammatory activation, none of these markers were selected by this
approach.

MMP-28 is a protein coding gene that encodes a secreted enzyme associated with casein degradation and is involved in the breakdown of
extracellular matrix.”” The role of MMPs in TB pathogenesis has been largely studied and linked with tissue remodeling.*® After Mtb infection,
inflammatory activation leads to a host response that increases tissue destruction involving MMPs, and disrupts homeostasis, which is
required for Mtb dissemination. Some evidence has shown the expression of MMP28 in normal tissues, indicating its role in the preservation

iScience 27, 109135, March 15, 2024 5



¢? CellPress iScience
OPEN ACCESS

or maintenance of homeostatic conditions.””" In accordance, our results identified higher expression of MMP-28 in the control group when
compared with TB only patients, which reinforces the marker activity in homeostasis. If confirmed in other cohorts and future studies, the
MMP-28 pathway could be used in the future as a target for host-directed therapies, to improve tissue healing orrecovery or limiting the dam-
age caused by the responses against the Mtb.

The role of eicosanoids in TB pathogenesis has been largely explore and the changes in the arachidonic acid pathways persist after
ATT.** Here, we identified three eicosanoids which, in TANDEM, could help future studies that develop a host-based therapy. LTE4 is a lipid
inflammatory mediator and the unique cysteinyl leukotriene stable and abundant in vivo.* LTE4 has been described as having a critical role in
pulmonary inflammation,® through leukocyte activation and triggering cytokine production and macrophage necrosis.*® Their action in TB
pathogenesis remains unclear, but LTE-4 was associated with mucosal eosinophilia and airway hyperresponsiveness in asthma diseases*” and
seems increased in persons with DM.?’ In accordance, our results demonstrated higher levels of LTE4 in TB only, TB-DM and DM only when
compared with non-TB/non-DM control group. Of note, we showed a decrease in the levels of LTE4 after ATT initiation, mainly in those with
TB only, suggesting an indirect attenuation of lung damage after the induction phase of ATT, the first two months. However, in TB-DM par-
ticipants, the levels of LTE4 returned to higher expression in month 6, corroborating a hypothesis from one of our previous publications that
showed persistent inflammation during ATT in TB-DM participants'® (11dTxB2 is a urinary metabolite produced from the breakdown of the
thromboxane A2). Their levels, measured in urine, can be used to evaluate the response to aspirin therapy in heart disease,’® asthma,*” and in
diseases associated with higher platelet activation®® as an indirect measure of platelet activity. The role of 11dTxB2 in TB pathogenesis re-
mains unclear, but TB patients usually present with higher platelet counts that correlate with disease severity and hypercoagulability.”’ Plate-
lets contribute to MMP-mediated tissue damage through their effects on monocytes, leading to upregulation of activation markers, increases
in MMP secretion and enhanced phagocytosis.*! Our results reveal higher levels of 11dTxB2 associated with TB, independent of glycemic
status, with decreases in the expression after ATT that could be associated with platelet activation and tissue injury consequences. Of
note, considering the effects of platelets on TB pathogenesis, some anti-platelet drugs such as aspirin could be a potential target for
host-directed therapy in pulmonary TB.*? Finally, PGDM is a urinary metabolite from PGD2, and little is known about its function in TB
and in infected alveolar macrophages. A recent study in Histoplasma capsulatum infection demonstrated an immunostimulatory effect of
PGD?2, contributing to fungicidal mechanisms and controlling the inflammatory damage.”® Our results showed higher levels of PGD2 in all
three groups when compared with controls, suggesting lung damage triggered by TB disease, but the real role of the molecule in the path-
ophysiology of the disease needs to be better evaluated. Our finding highlights the potential role of eicosanoids as candidates for host-
directed therapy in TB and TB-DM. The blockage of LTE4 pathways could attenuate the cytokine storm, inflammatory activation,** and tissue
damage. Leukotriene blockers are being used in asthma treatment, and 11dTxB2 has the potential to be used in the future as a marker of
platelet activation in TB, as in disease progression, as well as to measure response to the host-directed therapies using anti-platelet agents.

FBXO6 is a protein code gene associated with phosphorylation-dependent ubiquitination, largely studied in cancer,” without robust ev-
idence in infectious diseases. In a murine study of Influenza A infection, deficiencies in FBXO6 expression were associated with decreased
pulmonary viral replication, inflammatory responses, and mortality.”® Despite the absence of robust publications involving the gene in the
TB field, we found an interesting correlation between the gene expression levels of FBXO6 and the AFB smear grade in TB-DM patients. Addi-
tionally, after ATT initiation, we identified a decrease in the expression in both TB and TB-DM, highlighting the possibilities of a new molecule
associated with bacilli proliferation and target for host directed therapies. To test this hypothesis, future studies are required to delineate the
mechanisms of a potential role for FBXO6 in TB.

SECTM1 is a gene that encodes a transmembrane and secreted protein. In humans, SECTM1 works as a T/NK cell co-stimulatory molecule
that has been associated with CD4 and CD8 T cell proliferation and interferon-gamma (IFN-y) production”’ and reported as an IFN early
response gene.’® In TB, IFN- y displays a pivotal role in macrophage activation and immune protection against the bacilli.""*° Importantly,
SECTM1 was identified in a recent study that evaluated host protein features in persons with HIV, as a marker to evaluate Mtb infection prior to
TB diagnosis.”’ In accordance with the literature, our findings revealed increased expression of SECTM1 in TB participants, independent of
the glycemic status. Additionally, we showed a direct correlation between SECTM1 expression level and AFB smear grade in the TB-DM
group, highlighting it as a possible marker to evaluate disease severity in TB-DM. Finally, during ATT the levels of SECTM1 decreased, in
both the TB and TB-DM groups. Our findings emphasize the role of SECTM1 as a marker of TB, disease progression in TB-DM, and prognosis,
as recently proposed.” The last selected marker by our random forest model was the LINCO2009, a non-coding RNA with unknown function
in TB. The non-coding RNA displays a high potential to modulate biochemical pathways, and our results could represent a potential topic of
interest for further investigations in TB-DM pathology. Future studies are required to better evaluate the role and potential of LINCO2009 in
TB and TB-DM.

The final step of our study was to analyze the accuracy of the transcriptomic markers to detect TB-DM. Several studies around the world
have been conducted to identify a transcriptomic profile that characterizes TB-DM interaction, but none of these obtained robust results.'**
We recently published a multi-center, prospective cohort study of whole blood gene expression in TB-DM (the MSTDI study).'” We applied a
random forest model to a whole RNA-seq from two sites in India®*>*
from two sites of the TANDEM consortium™ as a validation set (Romania and South Africa), to verify the dynamicity across population. We
identified four genes as more informative features to detect TB-DM, SMARCD3, BATF2, VAMP5, and ANKRD22, with an accuracy of 0.97 in
Brazil and South Africa, 0.92 in India and 0.89 in Romania.'” Here, using a similar machine learning analysis applied to multi-platform data from
Brazil, we identified another four genes as more informative features to detect TB-DM, LINCO2009, SECTM1, FBXO6, and MMP28, with a
concise and robust accuracy in discrimination TB-DM. We extended our approach and tested this new transcriptomic signature in the sites

d,3%33

and one site in Brazil, as a discovery set, and used public RNA-seq data
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previously studied in MSTDI and found a better performance in all four sites using the transcriptomic markers identified here, with an accuracy
of0.99,0.91,0.98, and 0.94 in Brazil, India, Romania, and South Africa, respectively. This finding highlights the potential applicability of multi-
omic platforms and machine learning approaches in the study of inflammatory and/or infectious diseases since the findings obtained through
the application of the decision tree on the three platforms were better and more concise than what was found when we applied the model
only to transcriptomic data.

Despite some limitations, to the best of our knowledge, this is the first study to evaluate the multi-omic analysis of TB and TB-DM, with data
retrieved from samples collected from the same patients and time points. By identifying novel markers that could serve as targets for future
host-directed therapies, our results expand the current knowledge regarding TB-DM pathogenesis and that can be useful to improve anti-TB
treatment outcomes in this population.

Limitations of the study

This study had some limitations. First, the populations were different regarding age and BMI, factors that could influence inflammatory acti-
vation. A validation in an independent cohort is necessary to ensure the robustness of our findings. In the pre-analytical phase of the current
study, we defined that all RePORT Brazil participants who had data on all the omics platforms investigated here would be included, and no
pre-analytical matching of the study sample was performed. This approach may have introduced bias, which will require further investigation
in additional cohorts to clarify. Second, the measurement of HobA1c levels was performed only at baseline, and changes in glycemia could also
affect the immune responses after therapy initiation. We are currently developing a prospective investigation to assess HbA1c levels in a novel
cohort from the RePORT Brazil attended population.
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STARXMETHODS

KEY RESOURCES TABLE

REAGENT or RESOURCE SOURCE IDENTIFIER

Deposited data

Raw RNAseq data from TANDEM Eckold et al.? Bioproject ID: PRINA470512
Raw RNAseq from RePORT Kornfeld et al.”3; Gupte et al.>*: Queiroz et al."’ GEOncbi ID: GSE181143

Software and algorithms

R version 4.2.2. R Core Team https://cran.r-project.org/
STAR version 2.7.10 Dobin et al.>” https://code.google.com/archive/p/rna-star/
DESeq2 version 1.40.2 Love et al.” https://www.bioconductor.org/packages/

release/bioc/html/DESeq2.html

randomForest version 4.7-1.1 Breiman et al.”’ https://cran.r-project.org/web/packages/
randomForest/index.html

caret version 6.0-94 Kuhn et al.”® https://cran.r-project.org/web/packages/
caret/index.html

complexheatmap https://doi.org/10.1093/bioinformatics/btw313 https://bioconductor.org/packages/release/
bioc/html/clusterProfiler.html

Hmisc version 5.1-1 https://cran.rproject.org/web/packages/ https://hbiostat.org/r/hmisc/

Hmisc/Hmisc.pdf

RESOURCE AVAILABILITY
Lead contact

Further information and requests regarding the packages employed for the analysis performed in this study should be directed to and will be
fulfilled, by the lead contact, Bruno B. Andrade (bruno.andrade@fiocruz.br).

Materials availability

e This study did not generate new unique reagents.

Data and code availability
e Data used here were from two previous works. The gene expression from the main population, Salvador site from RePORT Brazil, and
Indian population (used only in the validation of the transcriptomic signature) were from the MSTDI study and have been deposited at
the GEO ncbi database and is publicly available as of the date of publication (Accession number GSE181143, https://www.ncbi.nlm.nih.
gov/geo/query/acc.cgi?acc=GSE181143).

The validation of the transcriptomic signature identified here was performed using an external cohort, with population from South Africa
and Romania, previously published by the TANDEM consortium and have been previously deposited at the SRA database and are publicly
available as of the date of publication (BioProject ID PRINA470512).

e All employed packages’ references are available at the key resources tables and methodology.
e This paper does not report original code. Any additional information required to reanalyze the data reported in this paper is available
from the lead contact upon request.

EXPERIMENTAL MODEL AND STUDY PARTICIPANT DETAILS
Ethics statement

The study was conducted according to the Declaration of Helsinki. Data and specimens were obtained from the RePORT-Brazil observational
cohort study. The study was approved by the Institutional Review Boards of the Instituto Nacional de Infectologia Evandro Chagas, Fundacao
Oswaldo Cruz, Brazil (CAAE: 25102412.3.1001.5262). Written informed consents were obtained from all voluntary participants.
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Study design and population

This was a retrospective analysis of a prospective observational study with data and specimens collected within the scope of RePORT-
Brazil,*?" at the Salvador site. All participants were enrolled between June 2015 and June 2019 and followed for up to 24 months. Several
studies from RePORT-Brazil have explored different aspects of TB-DM.'***?¢? However, the evaluation of multi-platform data has not been
previously explored. Additionally, to evaluate the accuracy of the transcriptomic signature identified in this study we used public data from a
previously published work from the RePORT-India®*** and TANDEM consortium.”

Participants from the RePORT-Brazil were at least 18 years old, had an Mtb culture-positive sputum at enrollment (for those in the TB
groups) and were evaluated at three in-person visits: (i) ATT initiation (baseline), (i) two months after initiating ATT, and (iii) after completing
treatment (approximately month 6). The sputum smears were prepared by the Ziel-Nielsen method using 1% carbol-fuchsin and scored using
the International Union Against Tuberculosis and Lung Disease (IUATLD) scale.®> Non-TB/Non-DM controls and DM patients (without TB)
were selected from close TB contacts who agreed to participate in the study. These patients were evaluated at two visits: baseline and
6 months after enrollment. We selected those participants who tested negative, at both visits, for Mtb infection by QuantiFERON-TB
Gold. The selection of the participants included in the sub-groups was based on availability of databases on each assay platform assessed
in the present study. As a result, only participants who had data on all the platforms evaluated were included. This was pre-specified in the
analysis plan to allow data integration and multi-omic analyses. Sociodemographic, clinical, and epidemiologic data such as age, sex, race/
ethnicity (self-reported), and body mass index (BMI) were collected at baseline and shown in Table S1. Of note, gander variable was not
collected. Regarding the biological sex and race/ethnicity (self-reported) our analysis found no differences between the groups. Glycated
hemoglobin (HbA1C) was measured in all participants at enrollment.*”

Diabetes was defined according to baseline HbA1c¢, following American Diabetes Association (ADA) guidelines64 Individuals were clas-
sified as having DM (HbAlc > 6.5%) or normoglycemia (HbA1c<5.7%).

METHOD DETAILS

RNA sequencing

Samples from TB patients (with and without DM) were collected at baseline, 2, and 6 months of treatment. Samples for the non-TB/non-DM
control and DM only groups were collected at baseline. Total RNA from venous blood (2.5 mL) was collected in PAXgene Blood RNA Tubes
(PreAnalytiX), extracted using a PAXgene blood miRNA kit (Qiagen) with the semi-automated QlAcube (Qiagen) and quantified using the
LabChip GX HiSens RNA system (PerkinElmer). RNA-seq libraries were prepared using the Bioscientific NEXTflex-Rapid-Directional
mRNA-seq sample preparation with the Caliper SciClone. Samples were sequenced using the NextSeg500 High Output kit V2 (lllumina)
for 75 cycles. For all samples, RNA was sequenced by Illlumina HiSeq 2500 at MedGenome in Bangalore, India.

Collection, processing, and analysis of eicosanoid metabolites

Urine samples from patients were collected at baseline, 2 months, and 6 months of treatment. Urine was stored at —80°C within 1 h of sample
collection.®®>*® PGE-M and PGD-M are unstable if urine is not stored at —80°C within 90 min of collection. Concentrations of the major urinary
prostaglandin (PG)E, metabolite, PGE-M; the tetranor-PGE;, TN-E, the major urinary metabolite of PGD,, PGD-M; 11-dehydro-thromboxane-
B,, dTxB,; the metabolite of PGl,, PGI-M; and leukotriene (LT)E4 were measured in urine at each time point in all study participant. The assays
were performed at the Eicosanoid Core Laboratory at Vanderbilt University Medical Center, in the USA. Samples were shipped on dry ice and
stored at —80°C until analysis.

[’Hg]-PGE-M and [?H14]-TN-E were synthesized as previously described.*” [?Ha]-PGI-M and [?H4]-11dTxB, were purchased from Cayman
Chemicals (Ann Arbor, Ml USA), and [20,20,20-°H3]-LTE, from Enzo Life Sciences (Farmingdale, NY USA). Sep-Pak C18 and Oasis HLB
(3cc/60mg) extraction cartridges were obtained from Waters Corporation (Milford, MA USA). The organic reagents were of high-performance
Liquid Chromatograph (LC) quality and purchased from Sigma Aldrich (St. Louis, MO USA).

Immunoassays

Plasma was stored at —80°C for immunology assays. Using the Bio-Plex Pro Human Cytokine Standard 27-Plex kit (Group I) on the Biorad
Bioplex 200 Luminex platform the following analytes were measured: interleukin (IL)-1B, IL-1 receptor antagonist (IL-1Ra), IL-2, IL-4, IL-5,
IL-6, IL-7, IL-8, IL-9, IL-10, IL-12p70, IL-13, IL-15 IL-17A, eotaxin, granulocyte colony stimulating factor (G-CSF), granulocyte-macrophage col-
ony stimulating factor (GM-CSF/CSF2), interferon gamma (IFN-y), monocyte chemoattractant protein-1 (MCP-1)/C-C motif chemokine ligand
2 (CCL2), macrophage inflammatory protein-1 alpha (MIP-1a/CCL3), MIP-1 beta (MIP-1B/CCL4), platelet-derived growth factor-BB (PDGF),
regulated on activation, normal T cell expressed and secreted (RANTES/CCLS5), tumor necrosis factor-alpha (TNF-a), and vascular endothelial
growth factor (VEGF). Biomarkers were chosen based on commercially available pre-mixed kits and included parameters previously described

to be involved in TB pathogenesis.***’

QUANTIFICATION AND STATISTICAL ANALYSIS
Gene expression analysis

After the quality check, sequences were aligned to the human transcriptome (GRCh38 version 100), comprising mRNA and ncRNA, using
STAR.> Count gene expression matrix was examined using the DESeq2 R package,*® version 4.2.2, to identify differentially expressed genes
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(DEG) across the four patient groups. Changes in gene expression with false discovery rate (FDR)-adjusted p value <0.05 and log2 fold-
difference +1.4 were considered significant.

Feature selection analysis using machine learning

We employed a feature selection approach to identify the most relevant features from the multi-omic factors used here associated with TB-
DM. The integrated multi-omic data, composed by all three platforms measured in the study, transcriptomic data, cytokines, and eicosanoids,
were used to trained the model and cross validation, applying the random forest algorithm, using the randomForest package.®” 1000 trees
were used in the model and at each split the number of features was 41.88, the square root of the total of variables in the dataset plus one.
Furthermore, a leave-one-out cross-validation with 50-folds, and 5 repetitions was performed to assess the markers’ accuracy, using the caret
package.”” The cross-validation allowed the estimation of the model’s accuracy and the No information rate, which was 1(1-0.95) and 0.36
respectively. The p value for accuracy > No information rate was 0.00000000000000022. With this method, we aim to reduce the dimension
of data and obtain the most accurate model. Seven features were selected after applied the random forest model and included and the anal-
ysis presented here. Figure S illustrates the model design. Table S2 and Figure S2 show the variable importance of the top 20 features.

Statistical analysis

The median values with interquartile ranges (IQR) were used as measures of central tendency and dispersion. Features were compared
between the study groups using the Kruskal-Wallis test with Dunn’s multiple comparisons. Categorical variables were compared using
Chi-square test. Hierarchical cluster analyses (Ward's method), with 100X bootstrap of Z score normalized data were employed to depict
the overall multi-omic expression profile in the study groups. Dendrograms represent Manhattan distance.

Spearman correlation analysis was used to evaluate the interaction between sputum smear AFB grade and multi-omic expression data,
and between HbA1c levels and the multi-omic expression data. All univariate comparisons with p values <0.05 after adjustments were consid-
ered statistically significant. The statistical analyses were performed using R 4.2.2. The R package used to perform the analyses here is
described in Table S4.
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