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SUPPLEMENTARY FIGURES
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Supplementary Fig. 1 Full uncropped western blot showing CD63 (~40–70 kDa) expression as an extracellular vesicle (EV) marker. L represents protein molecular weight marker.
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Supplementary Fig. 2 Schematic representation of the methodology employed for detecting Mtb antigens (MPT-64+LAM) within urinary extracellular vesicles (uEVs). The assays were applied to uEVs isolated from pulmonary tuberculosis (PTB) patients, latent TB infection (LTBI) subjects, other respiratory disease (ORD) cases, and healthy controls. Created with BioRender.com. 
[image: ]Supplementary Fig. 3 Standard curve(s) for healthy control uEVs spiked with purified MPT64+LAM using RT-I-PCR (10 fg/mL to 1 μg/mL) and indirect ELISA (100 pg/mL to 10 μg/mL). The regression equation for RT-I-PCR was Ct = −0.581 × ln(conc.) + 23.129 with an R² of 0.9792. The mean Ct values (RT-I-PCR) and OD values (indirect ELISA) were obtained from two independent experiments; each performed in duplicate. Data points represent mean values.


image1.png
KDa
60
50 -~
401
251
20
15—

e

N S St

uEVs

3

CD63
(40-70 kDa)




image2.png
Real-Time PCR

RT-I-PCR

Absorbance
read at 4

I

Indirect ELISA

Substrate

./ Robostrip well

. Biotin
G Enzyme

Target Antigen
@ Target Antig
(within uEVs)

# Streptavidin

’ Color reaction

\\(/ Detection Antibody

Reporter DNA

7 Anti-Detection Antibody

“.._. Microtiter plate well

Created in BioRender.com bi




image3.png
Cycle thresold (C,)

10

12

14

16

18

20

22

24

0.37

y =-0.581In(x) + 23.129
R?=0.9792

0.32

0.27

0.22

0.17

0.12

0.07

10 100 1000 10000 100000 1000000 10000000 100000000 1E+09 1E+10

Purified log LAM + MPT64 concenteration (fg/mL)

1E+11

Optical density (OD)




