


Figure S2. B. burgdorferi coinfection increases L. infantum infection rates and cellular burden in RAW 264.7 cells. Cells were 

exposed to L. infantum (1:10 MOI) for 24h, and then exposed to live B. burgdorferi (1:25 MOI) for indicated time points. Cells were fixed 

with methanol and stained using HEMA 3 solutions.  Frequencies of L. infantum-infected cells (A) and number of amastigotes (B) per 

100 RAW 264.7 post-coinfections with live B. burgdorferi were assessed through light microscopy (100x). Blind and independent 

assessments were performed by two researchers. Data represent mean ± SEM of three independent experiments, done in triplicates for 

each condition. N = 10-23 coverslips per group. Two-way ANOVA, Tukey’s multiple comparisons test. p**** <0.0001. Li: L. infantum 

single infection. Li + Bb: L. infantum and B. burgdorferi coinfection.



Figure S3. Gating strategy scheme for analysis of apoptosis/necrosis by flow cytometry. DH82 cells were first 

gated to exclude debris and then followed by a singlet gate based on forward scatter area and width. Live (Q4), 

apoptotic (Q2 and Q3), and dead singlets (Q1) were discriminated by plotting Annexin V versus Propidium Iodide 

(PI).



Figure S4. Gating strategy scheme for detecting ROS production by flow cytometry. DH82 cells were first gated 

to exclude debris as well as dead cells and then followed by a singlet gate based on forward scatter area and width. 

CellROXHI (A) and MitoSOXHI (B) singlets were discriminated by plotting either FITC or MitoSOX Red versus side 

scatter area.



Figure S5. Fold changes in mean fluorescence intensity (MFI) of CellROXHI and MitoSOXHI staining in DH82 

cells. Fold change MFI of CellROXHI (A) and MitoSOXHI (B) cells after B. burgdorferi exposure and indicated 

stimulations. The fold increase values were calculated with respect to the average MFI from unstimulated controls. 

Statistical significance was estimated using ordinary one-way ANOVA with a post-hoc Tukey test. (A) p* = 0.0128; 

p* = 0.0018 (unstimulated vs. Li), 0.0068 (Bb vs. Li+Bb); p*** = 0.001; (B) p**** <0.0001). Data are presented as mean ± 

SEM of triplicate experiments. Rot.: rotenone. Li: L. infantum-single infection; Bb: B. burgdorferi-single infection; Li + 

Bb: L. infantum and B. burgdorferi coinfection.




