Fluorescence (a.u.)

Batch 1

Compounds

l

Secondary measurements
for Hits:
Motility scoring and
pigmentation scoring

Screenl: 384 wells- 100 uM/40 Nb L3
+ RBCs- Sytox-G measurement

Hit selection :
> mean (DMSO)+3SD(DMSO)
and > mean(QND)
For each plates (normalised to DMSO
fluorescence = 10000 a.u.)

Batch 2

Compounds.

Secondary measurements
for Hits:
Motility scoring and
pigmentation scoring

Hit selection : 66 HITS

If Hits in both batch and > mean(QND)
of the whole screen (=13311a.u.)

/\

Screen 2: 384 wells- 100 Screen 3: 384 wells- 100
uM/40 Nb L3 + RBCs- uM/40 Nb L3 + No RBCs-
Sytox-G measurement Sytox-G measurement

In duplicate In duplicate
Blood 39 hits No Blood
. 0 - ae y
aoooo-] , o TP 40000 L0 o oe L2
. . Yo . . o e e’ o o ¢
S 20000 L PR g 8 S 20000 ° o * o 0%, oe °O8
3 y = -
8 150004* » « oo 2 15000 ©
3 Bt L 8 &
2 o . : . 2
S 10000t~ Fummnm PRI SRS, S 10000
=2 =1
o [ - o [ I CRe WSS o S0 R ) e “
5000+ 5000, °
44

Compounds Compounds

Hit selection :
1- confirmed activity in presence of blood : >
mean (DMSO)+3SD(DMSO) in screen 2

39 CONFIRMED HITS 2- Define blood specific hits : 5 BLOOD SPECIFICHITS

< mean(DMSO)in screen 3

Figure S1. A schematic of the compound screening pipeline is presented. Ni. brasiliensis L3 were
incubated in presence of 100 uM of compounds and sytox-Green fluorescence was measured 4
days post-incubation. Screen 1 was run in duplicates (batch 1 and 2). Hit detection threshold
were applied for each plate and each batch resulting in the identification of 66 hits from Screen 1.
On those 66 hits, motility and pigmentation were scored. A second and third screen were
performed on those 66 hits in presence or absence of blood. In screen 2, 39 compounds were
confirmed as hits. In screen 3, 5 compounds were identified with no activity in absence of blood
(while they had an activity in presence of blood).



