


Isolation and characterization of peptides excreted by C. albicans during its biofilm formation 
Candida albicans ATCC MYA-2876 biofilm was formed in 24-well polystyrene plates at 37°C, in RPMI-1640 medium, without shaking. After 24 h of cultivation, to keep the mixture acidic, 50 μL of 10% TFA was added to each well containing biofilm on the bottom surrounded by suspension cells in total volume 1 mL. The biofilm was then mechanically disrupted, and the resulting suspension was collected. The bottoms of the wells were rinsed with 30% acetonitrile (100 μL) and these washes were combined with the suspension and further diluted with acetonitrile (10 mL). The suspension was ultrafiltered using two Amicon Ultra-15 centrifugal filter devices with a 30 kDa molecular weight cut-off membrane (Millipore, Carrigtwohill, Ireland) at 4,200 rpm to remove high molecular weight compounds and the yeast cells. The filtrate was ultrafiltered using two Amicon Ultra-15 centrifugal filter devices with a 3 kDa molecular weight cut-off membrane at 4,200 rpm. The retentate (2 mL) was further ultrafiltered in four Amicon Ultra-0.5 ml Centrifugal Filter Units with a 3 kDa molecular weight cut-off membrane at 10,000 rpm. The retentate (0.4 mL) was concentrated in a Speed-Vac. This material was dissolved in 50% acetonitrile containing 1% TFA (0.2 mL) and fractioned in four consecutive runs by RP-HPLC (Fig. S3). The material of peak A eluting at 21.5 min (Fig. S3) was analyzed by electrospray ionization mass spectrometry (ESI-MS) (Fig. S4) and then subjected to Edman degradation. The material of peak B eluting at 26.8 min was analyzed by ESI-MS (Fig. S5) and further subjected to trypsin digestion followed by LC-MS-MS analysis.
The excretion of peptides by C. albicans during its biofilm formation was followed also in the presence of 50 μM LL-III/43. This experiment was carried out simultaneously to that described above and under the same experimental conditions. 
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Figure 4. RP-HPLC profile at 220 nm of the retentate obtained after ultrafiltration of C. albicans ATCC MYA-2876 biofilm extract through Amicon Ultra-0.5 mL Centrifugal Filter Units with a 3 kDa molecular-weight cutoff membrane.



[image: ]Mw = 2730.38
[M+3H]3+
[M+2H]2+


Figure 5. ESI-MS spectrum of the peptide isolated in the peak A of Figure S3. Its molecular mass (Mw = 2730.38) was calculated manually from the m/z values of the monoisotopic peaks of molecular ions. This measured mass is in agreement with the calculated value of 2730.35 which corresponds to the Ece1-II32-61 peptide of the sequence DVAPAAPAAPADQAPTVPAPQEFNTAIT. 
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[bookmark: _GoBack]Figure 6. ESI-MS spectrum of the peptide isolated in the peak B of Figure S3. Its molecular mass (Mw = 6902.6) was calculated manually from the m/z values of the monoisotopic peaks of molecular ions. The MS analysis of this peptide revealed 80% sequence coverage of the 65 amino acid residue peptide corresponding to the C. albicans ATTC MYA-2876 white colony protein WHS11. 
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