
1 

 

 
Figure S1: Viability assessment (A) and proliferative capacity (B) of ConA- and LPSinduced T- and 

B-lymphocytes treated with DCQ, RMB054 and RMB060 (0.1 and 0.5 µM) measured by Alamar Blue 

assay (A) and BrdU incorporation ELISA (B). Data in (A) are presented as means of the fluorescence 

intensity of four replicates ± standard deviation, in (B) the data are presented as means of the 

absorbance of three replicates ± standard deviation. The percentage of viability/proliferation in 

relation to the non-drug treated control is indicated in the graph for each sample. Dark blue bars 

represent viability/proliferation of ConA activated T-cells and light blue bars of LPS activated Bcells. 

A full viability/proliferation (100%) was attributed to spleen cells only stimulated with ConA or LPS 

and served as absolute control for non-effect of the drug treatment. Cyclosporin A (CsA) was used 

for its reported immunosuppressive properties and served as control for presence of inhibitory effect 

on viability of immune cells.  
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Figure S2: HFF cultures exposed to 0.5 µM DCQ, RMB054, RMB055 and RMB060 for 6, 24, 48 and 72 

hours in comparison to DMSO (0.05%) as a negative control.  
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Figure S3: Long term treatment of N. caninum Spain-7 with 0.5 µM DCQ for different consecutive 

time spans On the days indicated on the left, drug pressure was removed to assess parasiticdial 

versus parasitostatic activity. Images were taken on the days of culture after drug removal indicated 

on the top of the micrographs  
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Figure 44: Long-term treatment of N. caninum Spain 7 with decoquinate. N. caninum were treated with 500 nM 

decoquinate for different consecutive days. Drug pressure was removed to see if the parasites survived the treat-

ment. Days are stated after compound was removed. 

 

One can see that the parasites survived the treatment with decoquinate and could proliferate 

again after drug pressure was released. After 10-14 days the host cell layer was totally lysed. 

Hence, decoquinate is only parasitostatic and not parasiticidal. 
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Figure S4: Long term treatment of N. caninum Spain-7 with 0.5 µM RMB054 for different 

consecutive time spans. On the days indicated on the left, drug pressure was removed to assess 

parasiticdial versus parasitostatic activity. Images were taken on the days of culture after drug 

removal indicated on the top of the micrographs  
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5.3.2. Neospora caninum 

After the drug pressure was released, pictures were taken from time to time until eventual lysis 

of the host cells to document the proliferation of the parasites. Those pictures are summarized 

in Figure 44, Figure 45, and Figure 46. As a control, one culture received the corresponding 

amount of DMSO (Figure 43). 
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Figure 43: N. caninum Spain 7 treated with DMSO as a control for the long-term treatment. 

 

In the control, the parasites proliferate normal and big vacuoles could already be observed at 

day 2. Some of the host cells were already lysed at day 3, but for a total lysis of the host cell 

layer the parasites needed around 4-5 days. 

Except of N. caninum treated with RMB054, during the treatment the parasites did not prolif-

erate, what indicates that the compounds are effective during their presence. 
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Figure 44: Long-term treatment of N. caninum Spain 7 with decoquinate. N. caninum were treated with 500 nM 

decoquinate for different consecutive days. Drug pressure was removed to see if the parasites survived the treat-

ment. Days are stated after compound was removed. 

 

One can see that the parasites survived the treatment with decoquinate and could proliferate 

again after drug pressure was released. After 10-14 days the host cell layer was totally lysed. 

Hence, decoquinate is only parasitostatic and not parasiticidal. 
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Figure S5: Long term treatment of N. caninum Spain-7 with 0.5 µM RMB060 for different 

consecutive time spans. On the days indicated on the left, drug pressure was removed to assess 

parasiticdial versus parasitostatic activity. Images were taken on the days of culture after drug 

removal indicated on the top of the micrographs  
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Figure 45: Long-term treatment of N. caninum Spain 7 with RMB054. N. caninum were treated with 500 nM 

RMB054 for different consecutive days. Drug pressure was removed to see if the parasites survived the treatment. 

Days are stated after compound was removed. 

 

The parasites treated with RMB054 survived the treatment. One can see that the proliferation 

was not totally inhibited by the compound and the parasites could build vacuoles despite treat-

ment. 6-14 days after drug removal the host cell layer was totally lysed by the parasites. 

RMB054 is just parasitostatic and not parasiticidal. 
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Figure 46: Long-term treatment of N. caninum Spain 7 with RMB060. N. caninum were treated with 500 nM 

RMB060 for different consecutive days. Drug pressure was removed to see if the parasites survived the treatment. 

Days are stated after compound was removed. 

 

In the first culture where the drug pressure was released on day 3, the parasites slowly started 

to proliferate again, and the host cell layer was lysed on day 34. The parasites which were 

treated for a longer time period did not grow anymore. The experiment was stopped around 9 

weeks after the beginning of the treatment because no more alive parasites could be observed. 

RMB060 acts parasiticidal after a treatment of 6 or more consecutive days with 500 nM, a 

shorter treatment only shows a parasitostatic effect. 

To confirm the absence of parasites in the cultures treated for 6, 9, 13, 16, 20, and 24 days, PCR 

was done to detect N. caninum DNA. The ones treated for 6 and 9 days were positive, but the 

detection started quite late. For N. caninum treated 6 consecutive days, the ct (cycle threshold) 
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Figure S6: N. caninum IgG antibody titers of non-pregnant mice (A) and dams (B) 

measured from serum collected at the end of the experiment. Results are depicted as the 
mean of RIPC (relative index per cent) compared to the positive control (C+). In non-
pregnant mice and dams, no statistically significant differences in the IgG antibody titers 
were observed between DCQ- and RMB060-treated mice compared to the C+ group.  


