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944 infection pharmacological inhibition of lipid catabolic pathways with Orlistat, which targets 

945 triglyceride lipases, and Etomoxir, which targets the beginning steps of fatty acid oxiation (FAO) 

946 by inhibiting carnitine-palmytol transferase (CPTIa), perturbs the significant LD alterations R. 

947 conorii infection induces at 1 hpi (red symbols). This suggests that active FAO and triglyceride 

948 lipases are involved in stimulating the LD modulation seen at early stages (dark green arrows). 

949 Additionally, fatty acid synthase (FASN) is required for R. conroii infection of THP-1 macrophages 

950 (12) and contributes to the production of free fatty acid and in normal states produces lipids for 

951 storage in LDs (red cluster of circles); however, the contribution of these free fatty acids to LDs or 

952 other pathways during infection remains undetermined. Interestingly, a R. conorii (light green 

953 ovals) protein expressed early in infection is necessary for initiation of host LD modulation (dark 

954 green arrows).

955 Supplemental Figure 1. Colocalization of R. conorii and host lipid droplets (LDs) during THP-1 

956 macrophage infection. (A) THP-1 macrophages were infected with R. conorii  (MOI of 2) for 1 hr 

957 and 24 hrs before visualization (using 63X objective) of LDs in infected cells and colocalization 

958 analysis. Inset shows area of analysis of fluorescent intensity and yellow lines indicate objects 

959 being analyzed. (B) ImageJ software was used to determine the the fluorescent intensity of 

960 objects along the yellow lines indicated in (A). Overlapping peaks indicate colocalization of 

961 respective objects. Red signifies LDs, green signifies R. conorii, and blue signifies nuclei. 

962 Supplemental Figure 2. Analysis of THP-1 macrophage viability in the presence of inhibitors. 

963 MTT cell viability analysis of THP-1 macrophages treated with varying concentrations of Orlistat 

964 (50 µM – 0.08125 µM) (A), Etomoxir (200 µM – 0.325 µM) (B), GW6471 (14.8 µM – 0.029 µM) 

965 (C), or GW9662 (50 µM – 1.30 µM). Cell survival is plotted as percent of DMSO control. 

966 Supplemental Figure 3. PPARα and ɣ protein levels at early and replicative stages of infection. 

967 (A) Immunoblotting with whole cell lysates for protein expression of PPARα at 1 hpi and 24 hpi in 

968 uninfected or R. conorii infected (MOI of 2) THP-1 macrophages. (B) Immunoblotting with whole 
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969 cell lysates for protein expression of PPARɣ at 1 hpi and 24 hpi in uninfected or R. conorii 

970 infected (MOI of 2) THP-1 macrophages.

971
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