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Figure S1: Albumin concentrations correlate with VVC-associated cytokines in vaginal lavages from RVVC
patients. Cytokine and albumin concentrations were quantified in healthy women (n = 9) and patients from two
RVVC cohorts (RVVC; n = 13; RVVC, n = 106). Correlation between cytokine levels and albumin content was
assessed using Pearson correlation analysis. Pearson correlation coefficient (r?) and P-values are indicated.
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Figure S2: Vaginal albumin concentrations correlate with VVC-associated inflammatory aspects. (A,B)
Correlations between vaginal albumin concentrations and colony forming units (CFUs; n = 9), IL-1f release (n
=9), MPO release (n = 9) or neutrophil count (n = 9) in vaginal lavages (A) one week or (B) two weeks after
infection of B-estradiol-treated mice with C. albicans. (C) Correlation between neutrophil count (n = 9) two
weeks after infection of B-estradiol-treated mice with C. albicans with vaginal albumin concentrations measured
at one week post infection. Pearson correlation coefficient (r?) and P-values are indicated.
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Figure S3: Long-term epithelial infection. Cytokine release by A-431 cells (n = 5) in response to C. albicans
infection in the presence or absence of aloumin at 45 hpi . Bars represent the mean + SEM with dots as individual
biological replicates. Statistical significance was determined by two-way ANOVA with Holm-Sidak post-hoc test.

*=P<0.05 **=P<0.01
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Figure S4: Murine albumin promotes C. albicans-induced IL-B release in murine macrophages. IL-1p release of
murine bone-marrow derived macrophages (n = 6) in response to murine albumin and C. albicans infection. Bars

show the mean + SEM. Statistical significance was determined using a two-way ANOVA with Holm-Sidak post-
hoc test. * =P <0.05
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Figure S5: Albumin-enhanced IL-1PB release relies on C. albicans secreted aspartic proteinase 1 (Sap1). IL-1B
release by hMDMs (n = 6) induced by C. albicans wild type, the deletion strain sap1AA and the revertant strain
saplAA +SAP1 in the presence or absence of albumin. Bars represent the mean + SEM with dots as individual
biological replicates. Statistical significance was determined using a two-way ANOVA including a Holm-Sidak

post-hoc test. * = P <0.05, ** =P <0.01, *** = P<0.001.
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Figure S6: mRNA expression of C. albicans SAP1 increases in the presence of albumin. C. albicans wild type was
incubated on plastic (A), on vaginal epithelial cells (VECs; B) and with macrophages (M®; C). Samples for RNA
isolation were collected 30 min and 3 h after infection. Gene expression was quantified by gRT-PCR. SAP1
expression was compared to the expression of the 18S housekeeping gene. Gene expression was normalized to
the mean of the control condition (without albumin) and is shown as fold change (FC). Bars show the mean +
SEM and data points represent experimental replicates from individual C. albicans cultures (A, n=6; B, n=6) or
individual donors (C, n = 6). Statistical significance was determined using a paired t-test. * = P <0.05
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Figure S7: Percentage phagocytosed C. albicans cells by hMDMs after infection in the presence or absence of
albumin. Phagocytosis of the wild type strain (A, n = 8), sap1AA (B, n = 8) or efg1AA cphlAA (C, n = 6) was
guantified 2.5 h after infection. Bars show the mean + SEM with dots as individual biological replicates. Statistical
significance was determined using a paired t-test. * = P<0.05, ** = P <0.01.
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Figure S8: Hyphal length of C. albicans WT in the presence or absence of albumin. Hyphal length was quantified
after 3 h growth on plastic. Bars display mean with SEM and dots are the medians of single hyphae
measurements of independent experiments. Statistical significance was determined using a paired t-test. * = P
<0.05
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Figure S9: C. albicans regulation of oxidative stress related genes in the presence of albumin. (A) mRNA
expression of oxidative stress related genes in C. albicans wild type during the interaction with macrophages in
the presence of albumin. Samples were taken after 30 min and 3 h. Gene expression was quantified by gRT-PCR.
CTA1, SOD1, SOD2, SOD4 and SOD5 expression was compared to the expression of the 18s housekeeping gene.
Fold change (FC) gene expression normalized to the mean of the control condition (without albumin) is shown.
Statistical significance was determined using a paired t-test. (B) Gating strategy for MFI quantification of
C. albicans pCTA-GFP reporter strain in the presence or absence of albumin using FACS. (C) MFI and percentage
GFP-positive cells of C. albicans pCTA1-GFP, C. albicans pSOD5-GFP and C. albicans pACT1-GFP. Bars show the
mean + SEM with dots as individual biological replicates. Statistical significance was determined using t-test (A)
or two-way ANOVA including a Holm-Sidak post-hoc test (C). * = P < 0.05, ** = P <0.01
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Figure S10: Gating strategy scheme for flow cytometry of surface expression of neutrophil activation markers.
After doublet and dead cell exclusion, polymorphonuclear neutrophils (PMNs) were defined as CD15* and from
this neutrophil population the mean fluorescence intensities of activation markers were extracted.



Table S1: Primers used in this study.

Gene name Primer sequence Reference
SAp1 GATGTCATTAAAACTCCTGTTAATG 1
CCAGTTTCAATTCAGCTTGG ()
CGATGGAAGTTTGAGGCAATA
18s (2)

CTCTCGGCCAAGGCTTATACT

CTA1 ATTTCATCCACACCCAAAGAGA (3)
CAAGTAATCCCAAAACATGTTAGCA

TGTTGTCAGAGGTGATTCAAAAGTC

sob1 (3)
GTTGGAGCGGATTCGGATT
SOD2 TTGGCTCCTGTCTCTCAAGG (2)
CCAATTTGCCATTGGTGATT
TTTGAGCCAGCAAACAATGG
SoD4 (3)
CACCTGAAGGCAATCCAGTTAAA
AAGGATTGCCCTCTGATATTGG
SOD5 (3)
GATGCTGGCACTGGTTTTTCA
References:

1.

Schaller M, Bein M, Korting HC, Baur S, Hamm G, Monod M, et al. The secreted
aspartyl proteinases Sap1 and Sap2 cause tissue damage in an in vitro model of vaginal
candidiasis based on reconstituted human vaginal epithelium. [Infect Immun.
2003;71(6):3227-34.

Vylkova S, Jang WS, Li W, Nayyar N, and Edgerton M. Histatin 5 initiates osmotic
stress response in Candida albicans via activation of the Hogl mitogen-activated
protein kinase pathway. Eukaryot Cell. 2007;6(10):1876-88.

Lee SY, Chen HF, Yeh YC, Xue YP, and Lan CY. The Transcription Factor Sfpl
Regulates the Oxidative Stress Response in Candida albicans. Microorganisms.
2019;7(5).



