Experimental procedure for western GroE2 and ESAT-6

Western blot of 15ug of total lysate from each strain using monoclonal antibody against
ESAT-6, confirming the different amounts of ESAT-6 in the different strains. Samples L7,
L4, L3 and L5, full names on next page.

Stain-Free image of blot: 2020-07-09 22hr 17min
27sec stainfree blot2 crop.tif
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GroEL2 blot: 2020-07-10 14hr 08min 45sec_GroEL2 blot2 crop.tif
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ESATG6 blot: 2020-07-10 15hr 31min 11sec ESAT6 blot2 crop.tif
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Procedural details
Gel: Biorad Mini-protean TGX Stain-Free TGX gel, 4-20%, 12 well, 20 pl

Samples heated 5 min a 95C in sample buffer with B-me before running.



Gel run 100V for 1h

Membrane: Trans blot turbo Transfer pack 0.2pum PVDF

Transfer: Trans blot turbo with TGX mini program.

Western buffer TBS-T: 10mM Tris pH=7.5, 150 mM NaCl, 0,05% TWEEN 20
Blocking: 8 hour TBS-T with 5% dry skimmed milk.

Primary antibody: ESAT-6 monoclonal antibody (11G4) from ThermoFisher Scientific.
Diluted 1:1000 in TBS-T with 5% milk. 2 hours at RT

Primary antibody: GroEL2 mouse monoclonal antibody (BDI578) from OriGene. Diluted
1:1000 in TBS-T with 5% milk. 1 hour at RT

Secondary antibody: Santa cruz SC-516102 m-IgGk BP-HRP. Diluted 1:5000 in TBS-T with
5% milk, 1 hour

Detection: Reagent: ECL™ Prime Western Blotting System. Instrument: Chemidoc Touch
with luminescence detection.

Washing: 3x10 min in TBS-T inbetween all steps and 6x in the last step detection.

Samples: The same set of samples as used for MS. Values measured previously did show not
very good normalization on stainfree last time. Remeasured all samples in triplicates and
redid normalization. Looks a bit better.

Many of original triplicates are empty. Choose 2 pr strain and performed western twice on
each sample. Linage 5 have only 1 sample left.

Normalization control 1: The gel includes a stain that stains tryptophan. When activated the
stain follows the protein over to the blot and can be used to see the uniformity of transfer and
that the amount of each sample loaded is similar. Usually performs better than antibodies
against housekeeping proteins for detection abnormalities. http://www.bio-rad.com/en-
no/applications-technologies/stain-free-imaging-technology

Normalization control 2: GroEIL2. Suggested normalization control from reviewer. Data from
Shewit indicates that GroEL2 expression is fairly even between the samples from different
strains.
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Blot cut in half so that high molecular weight probed with GroEL2 antibody and low
molecular weight probed with ESAT6 antibody



A) Stain-free image of the blot confirming that similar amounts of each sample is loaded
on the gel and transferred to the blot.

B) Western blot of 15ug of total lysate from each strain using monoclonal antibody
against ESAT-6, confirming the different amounts of ESAT-6 in the different strains.

C) Western blot of 15ug of total lysate from each strain using monoclonal antibody
against GroEL2 confirming similar loading,



Sample Naming

Strain Short name
SOL.101 (22.12.14) 1 L3-1 EMPTY
SOL.101 (22.12.14) 2 L3-2
SOL.101 (22.12.14) 3 L3-3

ESP 471.1 (22.12.14) 1 L4-1

ESP 471.1 (22.12.14) 2 L4-2

ESP 471.1 (22.12.14) 3 L4-3

M. Africanum (22.12.14) 1 L5-1 EMPTY
M. Africanum (22.12.14) 2 L5-2

M. Africanum (22.12.14) 3 L5-3 EMPTY
L7 #28 (according to Alemayehu) | | L7-1

L7 #28 (according to Alemayehu)2 | L7-2

L7 #28 (according to Alemayehu)3 | L7-3




Gels and blots:

Lane

Gell and Gel2 identical

Biorad Precision Plus Dual color 5 pl

Biorad unstained Precision plus 20 pl
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Biorad unstained Precision plus 20 pl
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Biorad unstained Precision plus 20 pl
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