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SUPPLEMENTAL ONLINE MATERIAL

FIGURE LEGENDS

Figure S1: Mass spectrometry analysis of histones. Trophozoites were treated with 2 pM FR235222 for 24 h and
histones immunoprecipitated as described in the experimental procedures section. Protein were separated by SDS-
PAGE, silver stained (left panel) or probed with anti-acetylated lysine antibody (right panel). Asterisks indicate the
bands excised and analysed by LC/MS/MS. TOT, total extract; SN, supernatant after nuclear pellet isolation; M,

mock IP; aAcK, IP with anti-acetyl lysine rabbit antiserum.

Figure S2: Time course of FR235222 inhibition of encystation. The effect of 2 uM FR235222 on encystation
was monitored by adding the inhibitor in pre-encysting medium at 0, 1, 3, 7 h before inducing encystation for 16 h
in presence of 2 uM FR235222. Parasites were stained for CWP1 and analyzed by flow cytometry. Left panel,
overlay histogram showing cells unstained (U), solvent treated (Cntl) and pre-treated for 7 h with 2 uM FR235222

(FR). Right panel, the amount of cells with M1 fluorescence is expressed as percentage of total cell number (TOT).

Figure S3: Viability of FR235222 treated intestinal cells co-cultured with G. lamblia. Caco-2 and CCL-6 cells
were cultured with or without G. lamblia trophozoites of the WBC6 strain (WB) for 24 h in presence of solvent
(cntl) or FR235222 at concentrations not affecting the viability of the cells (2 and 0.02 uM, respectively). Viability
was assessed by measuring AlamarBlue reduction (Biosource). Results of a representative experiment are presented
as percentage of control treated cells cultured in absence of G. lamblia (+ standard errors, n = 3). WB bars, G.

lamblia trophozoites cultured without intestinal cells.

Figure S4: CWP1 expression upon FR235222 treatment. Trophozoites (T) and encysting cells (E) were treated
for 24 h with 2 uM FR235222 (FR), apicidin (API), or solvent (cntl) and analyzed by immunofluorescence. Number
of parasites expressing CWP1 was expressed as percentage of the total number of parasites (TOT), assessed by

nuclear staining, & standard errors (n = 6).
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Figure S5: FR235222 treatment of trophozoites does not induce nuclear translocation of 14-3-3. Trophozoites
were treated for 24 h with 2 uM FR235222 (FR) or solvent (cntl), stained with anti-giardial 14-3-3 antibody and

analyzed by immunofluorescence. DAPI, nuclear staining. Scale bar: 3 um.

Figure S6: List of FR235222 regulated genes. Microarray analysis was performed on encysting cells (E) and
trophozoites (T) treated with 2 uM FR235222, as described in the Experimental procedures section. Genes whose

regulation reached the significance threshold are shown. Orange, up-regulation; blue, down-regulation.

Figure S7: Analysis of regulated gene location in genomic scaffolds. Microarray analysis was performed on
encysting cells (E) and trophozoites (T) treated with 2 uM FR235222, as described in the Experimental procedures
section. A. Correlation between the number of regulated genes and the number of genes present in the indicated
genomic scaffolds. B. Distribution of regulated genes over 9 genomic scaffolds. Scaffolds containing less than three
regulated genes were not included in the analysis. C. Potential plots for regulated genes with threshold oA Spor
with A=1. Asterisks indicate the scaffolds with non-randomly distributed co-regulated genes (tested on a significance

level 0=0.05).

Figure S8: Cluster analysis of regulated genes. Microarray analysis was performed on encysting cells (E) and
trophozoites (T) treated with 2 uM FR235222, as described in the Experimental procedures section. A. Expression
profiles of scaffolds CH991762 and CH991763 containing non-randomly distributed co-regulated genes. Yellow,
trophozoite profiles; Green, encysting cell profiles. B. Dendrograms of regulated genes in scaffolds CH991762 and
CH991763 based on the potential-induced metric M;. Cluster candidates are boxed in red (tested on a significance

level 0=0.05).
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22217
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4507
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16519
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12229
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Hypothetical Protein
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Casein kinase II beta chain

Hypothetical Protein
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Figure S8
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P-value Down-regulated Up-regulated
1 Significantly down-regulated
1.1x10° Not significantly down-regulated
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. ORF overlap
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