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Supplementary Fig. 2a B. anthracis spore preparation (Schaffer and Fulton Spore Staining)



Supplementary Fig. 2b Spores of different Bacillus spp. after 5-6 days of incubation (100X magnified)



Supplementary Fig. 3a PCR targeting the pag gene with DNA extracted from inactivated and 
live spores. 1- live spores. 2- UV-inactivated spores. -ve – Negative control. +ve- Positive 
control. 

Supplementary Fig. 3b Agglutination pattern of inactivated B. anthracis spores stored at different 
temperatures (After 2 weeks of storage)



Supplementary Fig. 4 HPLC report of PA-1 peptide



Supplementary Fig. 5 Mass spectrophotometry report of PA-1 peptide



Supplementary Fig. 6 HPLC report of EA-1 peptide



Supplementary Fig. 7 Mass spectrophotometry report of EA-1 peptide





Supplementary Fig. 8 Specificity of the peptide-derived IgY antibodies using in-house-developed 
indirect ELISA. A- Coating plates with inactivated spores of B. anthracis. B- Coating plates with 
inactivated spores of B. cereus. C- Coating plates with inactivated spores of B. thuringiensis. D- Coating 
plates with inactivated spores of B. licheniformis. E- Coating plates with inactivated spores of B. mycoides.

Supplementary Fig. 9 Performance of LAT with the spores recovered through the GABRI 
technique using different carrier media



Supplementary Table 1 Details of the primers used in this study 

Target 
Gene

Primer sequence Product 
Size (bp)

Reference

F: 5’-TCCTAACACTAACGAAGTCG-3’pag (Protective 
antigen) R: 5’-CAGGTAGAAGGATATACGGT-3 596 [6, 40]

Supplementary Table 2 Absorbance (OD) and cut-off values of in-house designed indirect ELISA

Mean absorbance at 592 nmBacillus spp. Peptide
50 µg/ml  100 µg/ml  –ve control

Cut-off
Value

PA-1 0.208 0.300 0.109 0.219
PA-2 0.477 0.655 0.093 0.189
EA-1 0.326 0.234 0.094 0.201

B. anthracis

EA-2 0.354 0.241 0.081 0.172
PA-1 0.140 0.180 0.091 0.190
PA-2 0.210 0.363 0.078 0.158
EA-1 0.146 0.125 0.088 0.177

B. cereus

EA-2 0.219 0.193 0.070 0.142
PA-1 0.110 0.118 0.067 0.142
PA-2 0.093 0.121 0.067 0.146
EA-1 0.096 0.089 0.067 0.140

B. thuringiensis

EA-2 0.103 0.087 0.054 0.116
PA-1 0.155 0.187 0.093 0.188
PA-2 0.147 0.177 0.089 0.180
EA-1 0.190 0.140 0.099 0.204

B. mycoides

EA-2 0.201 0.132 0.080 0.161
PA-1 0.158 0.175 0.090 0.183
PA-2 0.144 0.170 0.089 0.180
EA-1 0.146 0.108 0.097 0.201

B. licheniformis

EA-2 0.1640 0.125 0.097 0.190



Supplementary Table 3 Cost of production of the LAT assay

S. 
No. Parameters Concentration used for 

100 reactions Amount (₹)

1. Cost of antibody (Peptide and IgY/IgG 
antibody raising) 1ml (200 µg/ml) 295/-

2. Cost of latex beads 500 µL 800/-
3. Cost of buffer (50 mM MES) 6.5 ml 190/-
4. Cost of other reagents (PBS, Glycine, 

Sodium azide)
1X PBS, 0.1% Glycine, 
0.1% Sodium azide 50/-

5. Cost of Bovine serum Albumin (BSA) 1% 10/-
6. Cost of EDAC buffer 50 mg 115/-
7. Labor cost 500/- ×3 days 1500/-
8. Electricity charges @ 20 units 200/-
9. Equipment cost - 500/-

Total cost/100 reactions 3660/-
Total cost/reaction 36.60/- (US $0.42)


