Supporting Information

Figure legends

Figure S1: Production of glucosylceramides in G. lamblia. Chromatograms generated by
selection of the ion at m/z 700.5727, corresponding to N-hexadecanoyl-10-glucosylsphingosine
(C16 GlcCer) in: A, a base methanolysed lipid extract of G. lamblia trophozoites and B, a
standard sample of C16 GlcCer. The exact mass cluster of C16 GlcCer (M+1) calculated and

found in B are given in C and D, respectively. Assignment details are given in the table.

Figure S2: Biosynthesis of sphingolipids in mammalian cells. Homologues enzymes annotated in
the Giardia genome database are labeled in red. The sites of action of the sphingolipid inhibitors

used in this study are indicated.

Figure S3: Incorporation of serine in G. [lamblia. Isolated parasites were labeled with
[*H]palmitic acid (palm) or [*H]serine (ser) for 3 h. After extensive washing, cell aliquots were
solubilized with 0.IN NaOH and associated radioactivity was measured by liquid scintillation
and normalized by protein content. Data are average + SE (n=3) of a representative from three

experiments done in triplicate.

Figure S4: Lipid synthesis in presence of tunicamycin. Isolated parasites were labeled with
[3H]palmitic acid for 3 hrs in presence of 60 uM tunicamycin (TM) or solvent (cntl). Lipid
aliquots corresponding to equal protein amount were separated by 2D-HPTLC using the solvent

systems A. Note the increased amount of GlcCer (spot “A’’) upon TM treatment.



Figure SS5: Ultrastructural abnormalities in presence of PPMP. Electron micrographs of G.
lamblia treated with 10 uM PPMP for 16 h showing coiled multilamellar structures (arrows). N,

nucleus. Scale bar: 3 um.

Figure S6: Nocodazole treatment inhibits cell division and CWP1 expression. Parasites were
encysted for 16 h in presence of 10 uM PPMP, 6 uM nocodazole or solvent (cntl). Quantification
of parasite number and parasites expressing CWP1 was performed by manual counting. Data are

percentage of untreated (cntl) parasites + SE (n = 9) of three experiments done in triplicate.

Figure S7: Protein sequence comparison of giardial GCS with orthologues retrieved by BLAST
data base search. Alignment analysis revealed the highest homology of parasite GCS to plant

enzymes in terms of amino acid identity and protein length.
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Figure S2
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Figure S7

Organism Identity (%) Similarity (%) | Length (aa)
G. lamblia 100 537
A. thaliana 21.17 31.49 519
G. arboreum 20.6 32.68 520
M. musculus 12.45 26.76 394
H. sapiens 13.17 25.79 394
C. elegans 11.87 33.02 443
D. melanogaster 15.32 25.18 440
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