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Supplementary Materials 

 
Figure S1. (Immune) TLC of reference lipid fractions. TLC on eight lipid reference fractions isolated 
from M. tuberculosis (2 µg/spot). After running, spots were visualized with serum derived from an 
experimentally MB infected cow as primary antibody in immune TLC and Protein-G-PO (A) or with 
anisaldehyde staining (B). Samples were spotted on the left side of the TLC. 

 
Figure S2. (immune) TLC on lipid fractions enriched for water insoluble PIM and fractions from a 
silica column eluted with C/M/W with increasing amounts of water (A1–A7). The lipids were isolated 
from M. bovis AN5 and run with 2 µg/spot on immune TLC and visualized with Protein-G-PO (A) or 
TLC with anisaldehyde staining (B). Samples were spotted on the left side of the TLC. 
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Figure S3. PIM specific antibody levels were measured in the colostrum and serum of dams, and in 
the serum of calves born from these dams, and expressed as blank corrected optical density. Serum 
and colostrum from the dam were taken on the day of parturition. Serum from the calves was 
obtained at indicated time points. B. Colostrum and sera were incubated with a commercially 
available absorption buffer (ID-Vet) used in an absorbed MAP ELISA according to instructions 
provided. Subsequently, the colostrum and sera were tested in the PIM ELISA at dilutions similar to 
the original PIM ELISA. C. Reduction in PIM specific signal when comparing the original signal in 
the PIM ELISA (A) with the signal in the absorbed ELISA (B) and expressed as the percentage 
reduction of signal. Panel C#: calf serum pre colostrum showed no PIM signal, so signal reduction 
could not be calculated. 


