
Supplementary Figure legends 1 

Supplementary Figure 1.  Analyses of bovine monocyte-derived macrophages. A, 2 

Representative MTT staining of bovine macrophages after overnight treatment with LT (1 3 

µg/ml), as visualized by light microscopy.  B, LF (2 µg/ml), PA (1 µg/ml) and LT (1 or 2 µg/ml) 4 

effects on bovine macrophages after 16 h.  Results are averages from cells from three Holstein 5 

calves ± SEM.  C, Bovine monocyte-derived macrophage phenotyping. Live cells were 6 

determined via eF450 viability dye uptake and then assessed for expression of CD14. (i) Dot plot 7 

of forward scatter (FSC) vs. side scatter (SSC) of 8 d-old bovine MDMs; (ii) Dot plot of live/dead 8 

staining; and (iii) histogram of CD14 surface expression of bovine MDM (red) vs. isotype control 9 

(blue) for untreated cells.  (iv) Percent viability of cells shown in i-iii after 24 h. of treatment 10 

with LT (2 µg/ml).  Results are representative of experiments with macrophages prepared from 11 

two other steers.   12 

Supplementary Figure 2.  Supplementary analysis of mouse, bison, and bovine macrophages.  13 

A, Cell viability assay for LT treatment (1 µg/ml) of murine BMDMs from Nlrp1R/R (C57BL/6J, 14 

DBA/2J) and Nlrp1S/S mice (BALB/cJ).  B, Viability of bovine MDMs following LPS treatment for 15 

16 h (0.5 µg/ml); average shown for three experiments, seven biological replicates ± SEM.  16 

Increased MTT signal is shown as “Percent Activity” on the y-axis.  Similar effects on MTT assays 17 

were observed by others for macrophage treatment with LPS.39 C, Effect of LT on LPS-treated 18 

bovine macrophages.  Bovine macrophages were treated for either 4 h (black) or 16 h (white) 19 

with LT or LT + LPS.  Toxin components were at 0.5- 2 µg/ml and LPS at 0.5 µg/ml.  Viability was 20 

assessed relative to untreated cells (“NT” = no treatment).  21 



Supplementary Figure 3.  Characterization of NLRP1 sequences in ungulate species.  A, 22 

Alignment of NLRP1 linker sequences to human NLRP1 (187-213) by Clustal Omega.40,41  23 

Residues highlighted in blue were indicated by Chavarria-Smith et al.17 as being polymorphic in 24 

primates.  B, Coomassie gel replicate of the GST-NLRP1 LF cleavage experiment described in 25 

Figure 3B.  The red arrow denotes the cleavage product from the rat construct. (B = bovine; R = 26 

rat). (C).  Coomassie gel depicting purified bovine (B), human (H), and rat (R) GST-NLRP1 fusion 27 

proteins (boxes represent non-contiguous lanes from the same gel).   28 

 29 

Supplementary Figure 4.  Secondary structure prediction for bovine NLRP1.  Secondary 30 

structure for the N-terminus of bovine NLRP1 was predicted by PSIPRED42.  Unstructured 31 

regions are depicted as black lines and helical regions are depicted in pink.  32 

 33 
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