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Supplementary data S1- STUDY CRITERIA 
Inclusion criteria: Patients diagnosed with ATB by any of the following methods were included in the study 
1. Solid or liquid mycobacterial culture growing Mycobacterium tuberculosis (Mtb) from any abdominal sample. (ascitic fluid/ colonoscopic biopsy/ abdominal lymph node aspirate or biopsy)
1. Abdominal sample showing positive nucleic acid amplification like gene Xpert MTB/RIF or acid fast bacilli (AFB) on Ziehl- Neelsen stain.
1. Ascitic fluid analysis having exudative pattern (ascetic protein>3gm/dl and an adenosine deaminase or ADA value > 30 Units/L)
1. Biopsy from abdominal sample (colonoscopic/ surgical/ needle aided) suggestive of TB

Exclusion Criteria : Patients with TB limited to lung, known chronic kidney disease, Gene Xpert MTB/RIF showing rifampicin resistance, TB culture and drug sensitivity test showing resistance to anti TB drug, patients refusing consent and patients aged less than 18 years were excluded from the study.

Supplementary data S2 - METHODS 
DIAGNOSTIC MICROBIOLOGIC METHODS 
1. Samples processing and AFB-staining
[bookmark: _GoBack]Samples were processed after decontamination by Modified Petroff’s method and stained for acid fast bacilli by Ziehl-Neelson's (ZN) staining as per standard protocol
2. Culture for Mycobacterium tuberculosis
Mycobacterium tuberculosis (Mtb) was cultured using the MGIT method. In short, a concentrated sediment from decontaminated sample as mentioned above was inoculated in MGIT 960 medium (BD Biosciences) using standard MGITTM method (Beckton Dickinson, MD,USA). MGIT tubes were examined for visible turbidity and fluorescence-quenching activity on a 365-nm UV-illuminator. Cultures were classified as negative or positive based on the fluorescence intensity and turbidity observed in each tube relative to the inoculated positive and un-inoculated negative control. Contamination was ruled out by using MHA Plate. Sterility and positivity was determined by ZN smear microscopy. TBc-ID test was used to differentiate between Mtb complex and Nontuberculous mycobacteria (NTM).
3. Xpert MTB/RIF Assay
Xpert MTB/RIF assay (Cepheid, Sunnyvale, CA, USA) was used for detection of Mtb and resistance to Rifampicin (RR), as per manufacturer’s instructions. Briefly, sample reagent was added to clinical specimens at a ratio of 2:1 and incubated for 15 min at room temperature with intermittent shaking. Three milliliters of the inactivated mix was transferred to the cartridge. The cartridges were then inserted into the test device and the results were generated after 90 min. Repeat GeneXpert MTB/RIF tests were run for indeterminate results.
4.  LC-MS/MS and Cmax Determination 
Level of drugs in plasma samples were analysed by Liquid chromatography-tandem mass spectrometry (LC-MS/MS) as described below.  
     4.1   Reagents for LC-MS 
Analytical reference standards for isoniazid, rifampicin, pyrazinamide, ethambutol, streptomycin, and 6- amino-nicotinic acid (6-ANA) having purity greater than 99% were purchased from Sigma-Aldrich, USA and homatropine from Boehringer Ingelheim, Germany. LC-MS grade formic acid (FA), ammonium acetate, ammonium formate, acetonitrile and methanol were procured from Merck (Darmstadt, Germany). Fresh, ultrapure water of 18.2 MΩ resistance from a Milli-Q Gradient system (Millipore Corp., Bedford, MA, USA) was used for the study. All other chemicals and solvents were of the highest analytical grades available. 

     4.2  Sample preparation for LC-MS/MS
Direct protein precipitation was used to extract H, R, E, Z, and S from human plasma sample and quality control samples. Briefly, an aliquot of 50 µL of plasma standard calibrators and samples was mixed with 200 µL of extraction solvent. The solution was vortexed mixed using cyclomixer for 1 min and centrifuged at 7840 g for 10 min. Supernatant (150 µL) was loaded into 96-well plate for LC-MS/MS analysis. Plasma samples outside the calibration range were diluted with blank plasma and concentration calculated by multiplying with appropriate factor to get the actual concentration.
A triple quadrupole tandem mass spectrometer (Model 4000 Q-Trap, AB Sciex Foster City, CA, USA) was used in combination with ultra-high-performance liquid chromatography system (UHPLC, Accela, Thermo Electron Corp, Waltham, MA, USA) connected to column thermostat, autosampler and online solvent degasser unit. All the parameters of tandem mass spectrometer and UHPLC were acquired by Analyst software, version 1.5.2 (AB Sciex, Foster City, CA, USA) and ChromQuest software, version 4.5 (Thermo Fisher, Waltham, MA, USA), respectively. 
Methodology for Chromatographic conditions, standard calibrators for isoniazid, rifampicin, ethambutol and pyrazinamide and streptomycin, MS detection parameters, method- validation for selectivity, sensitivity, accuracy and precision are described in Mohan et al [6]
Plasma samples were analyzed post validation . Pharmacokinetic parameters of C0hr were measured for baseline plasma drug concentration. 





















Supplementary Tables 
Table S1. 
Socio- demographics and Baseline History
	Variables
	n=45

	Age, years (Mean ± SD)
	32.8 ± 12.57

	Gender  : Male ,    n
	29

	Female, n (%)
	16

	Average weight at recruitment, Kg (Mean ± SD)
	50.33 ± 8.18

	Current smoker, n (%)
	11 (24.44%)

	History of alcohol use, n (%)
	08 (17.78%)

	Past history of TB, n (%)
	10 (22%)

	TB contact , n (%)
	5

	Diabetes, n (%)
	02 (4%)

	HIV positive, n (%)
	11 (24%)

	On ART, n (%)
	01(2.2%)

	ATB- Patterns of involvement

	Abdominal TB involvement
	n

	Abdominal lymph nodal
	27

	Peritoneal
	11

	Intestinal
	18

	Mixed involvement (total)
	11

	Lymph node and intestinal
	7

	Lymph node and peritoneal
	4

	 
	 

	Other organs involvement (total n=29)

	Organ
	n

	Other lymph nodes
	17 (37.8%)

	       Cervical
	10

	       Mediastinal
	4

	       Mediastinal and cervical
	2

	       Axillary and inguinal
	2

	Pleura
	4 (16%)

	Lung
	5 (11.1%)

	Disseminated TB
	3 (6.7%)










Table S2 : Clinical Details of study patients 

	Clinical Presentation
	All patients (n-45)
	Responders (n=36)
	Poor responders (n=9)
	Responders vs Poor responders

	Symptoms
	n (%)
	n (%)
	n (%)
	p-value

	Fever
	31 (68.9)
	24 (66.7)
	7 (77.8)
	0.52

	Abdominal pain
	36 (80)
	29 (80.5)
	7 (77.8)
	0.85

	Diarrhoea
	16 (35.5)
	12 (33.3)
	4 (44.4)
	0.53

	Blood mixed stool
	8 (17.7)
	4 (11.1)
	4 (44.4)
	0.01

	Abdominal distention
	8 (17.7)
	6 (16.7)
	2 (22.2)
	0.69

	Lump
	6 (13.3)
	5 (13.9)
	1 (11.1)
	0.82

	Constipation
	24 (53.3)
	14 (38.9)
	3 (33.3)
	0.75

	Loss of appetite
	17 (37.8)
	19 (52.8)
	5 (55.5)
	0.88

	Weight loss
	26 (57.8)
	21 (58.3)
	5 (55.5)
	0.88

	Cough
	13 (28.9)
	12 (33.3)
	1 (11.1)
	0.18

	
Clinical Examination-Findings

	
	All patients (n-45)
	Responders (n=36)
	Poor responder (n=9)
	Responders vs Poor responders

	Clinical sign
	n (%)
	n (%)
	n (%)
	p-value

	Pallor
	11 (24.4)
	8 (22.2)
	3 (33.3)
	0.48

	Lymph nodes palpable in neck
	19 (42.2)
	14 (38.9)
	5 (55.5)
	0.36

	Palpable lymph node in other areas
	4 (8.9)
	4 (11.1)
	0
	0.29

	Matted lymph nodes
	9 (20)
	8 (22.2)
	1 (11.1)
	0.45

	Hepatomegaly
	20 (44.4)
	19 (52.8)
	1 (11.1)
	0.02

	Splenomegaly
	7 (15.5)
	7 (19.4)
	0
	0.15

	Lump abdomen
	7 (15.5)
	5 (13.9)
	2 (22.2)
	0.53

	Free fluid
	6 (13.3)
	5 (13.9)
	1 (11.1)
	0.82





Table S3 : Clinical details of patients by response to treatment  
	Diagnostic Modality

	Method
	Responder Frequency (%)
	Poor responder Frequency (%)
	p-value

	Clinical suspect
	33 (91.6)
	8 (88.9)
	0.79

	Radiological suggestion
	35 (97)
	8 (88.9)
	0.27

	Microbiological confirmation
	30 (83.3)
	8 (88.9)
	0.68

	Histopathological diagnosis ( biopsy 25 cases )
	12 (57.1%)
	9 (44.4%)
	0.23

	
	(responder = 21)
	(poor responder= 4)
	

	Colonoscopic suggestion (22 cases)
	2 (14.2%)
	5 (62.5%)
	0.01

	
	(responder 14)
	(poor responder 8)
	

	Clinical presentation during treatment

	
	Responder Frequency (%)
	Poor responder Frequency (%)
	p-value

	Fever persistent at 3 months
	11 (30.5)
	5 (55.5)
	0.16

	Constitutional symptoms persistent at 3 months
	10 (27.8)
	9 (100)
	0

	Radiological persistent lesion at end of treatment
	3 (8.3)
	7 (77.8)
	0

	Follow up EP sample – positive for AFB (not culture positive)
	2 (5.5)
	1 (11.1)
	0.55

	Non-serious adverse drug reaction
	11 (30.5)
	6 (66.7)
	0.04

	Drug induced liver injury (DILI)
	2 (5.5)
	2 (22.2)
	0.11

	Comparison of body weight

	Variable
	Responder Frequency (%)
	Poor responder Frequency (%)
	p-value

	Baseline Wt.*
	49.6  ± 11.7
	48.7 ± 7.6
	0.78

	End of treatment Wt.*
	56.3 ± 9.3
	50 ± 7.9
	0.05

	Wt. gained > 10%
	10 (27.8)
	0
	0.07

	Wt. gained 5-10%
	18 (50)
	0
	0.006

	Wt. gain < 5%
	9 (25%)
	9
	#

	*not considered, as part of the definition of poor response










Table S4:  DRUG CONCENTRATION – SUMMARIZED OBSERVATIONS

	Total patients  
	45

	Total patient-days observed
	135

	

	OBSERVED DRUG CONCENTRATIONS

	Drug concentration 
	No. of patients 

	Normal 
	10 (22.2%)

	Low - one drug
	16 (35.5%)

	Low -two drugs 
	14 (31.1%)

	Low - three drugs
	4 (8.9%)

	Low -four drugs
	1 (2%)

	Low- Isoniazid
	57 (42.2%)

	Low -Rifampicin
	52 (38.5%)

	Low -Pyrazinamide
	7 (7.8%)

	Low -Ethambutol
	27 (20%)

	 
	 

	CLINICAL RESPONSE AND MAXIMUM DRUG CONCENTRATION (Cmax)

	Drug level vs response
	Number of patients

	Low Cmax with adequate response
	26 (57.8%)

	Low Cmax with poor response
	9 (20%)

	Normal Cmax with normal response
	10 (22.2%)

	Normal Cmax with poor response
	0

	 
	 

	              DRUG LEVELS OF POOR REPONDER PATIENTS 

	Abdominal involvement
	Low levels of drug (s)
	Patient no.

	Intestine
	Isoniazid
	1

	Peritoneum
	Isoniazid
	2

	Lymph nodes + Intestine
	Isoniazid, Rifampicin, Ethambutol
	3

	Peritoneum + Lymph nodes
	Rifampicin, Ethambutol
	4

	Intestine
	Isoniazid, Rifampicin, Pyrazinamide, Ethambutol
	5

	Intestine
	Rifampicin
	6

	Lymph nodes  + Intestine
	Rifampicin, Ethambutol
	7

	Peritoneum
	Rifampicin
	8

	Lymph nodes + Intestine
	Isoniazid, Rifampicin
	9







Supplementary Fig S1. Study Design 
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Supplementary Fig S1. Study Design 
Figure S1 shows the overall schematic workflow of the study 
2

image1.emf
Patients Screening : n= 78  

Included : n= 47  

Excluded :  n= 21 

No consent - n= 10

Raised serum creatinine –n=4 

DRTB confirmed –n=7 

Plasma Drug Levels Monitoring : n= 45 

Week 2, Month 1, Month 2 

At 0,1,2 and 4 hrs after drug intake  

Patients opted out before sampling    

n= 2  

Data  

Analysis 

Confirmation of Diagnosis : n= 45 

Microbiological tests                       n= 38  

Exudative ascites +raised ADA       n= 03  

LN Biopsy – Epi. Granuloma           n=  02 

Colonic Biopsy – Epi Granuloma    n=  02 

Clinical 

Evaluation of 

infection  


