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Figure S1. Original blots and quantification of immunoblots. Uncropped original immunoblots including molecular
weight markers are depicted. Immunoblots were quantified densitometrically with background subtraction and inversion
(raw values), and were normalized to loading control and subsequently to the value in blue (relative values). Continued
on next pages.
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Original blots and quantification of blots corresponding to Figure 2a:
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Figure S1 continued.
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Figure S1 continued.
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Original blots and quantification of blots corresponding to Figure 6b:
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Figure S1 continued.
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Original blots and quantification of blots corresponding to Figure S2:
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Figure S2. Immunoblot analyses measuring HIF-1a and HIF-2a protein levels following silencing HIF1A (siHIF1A) or
HIF2A (siHIF2A) expression, either alone or in combination. siCtrl, control siRNA; GAPDH, loading control.
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Figure S3. FAM57A antibody validation and detection of endogenous FAM57A-1 expression in cervical cancer cells.
(a) The four predicted FAMS7A isoforms (FAM57A-1, FAM57A-2, FAM57A-3, FAM57A-4) were ectopically
overexpressed as Flag-tagged proteins in HeLa-1 cells and analyzed by immunoblot using an anti-Flag antibody. Size
markers are indicated. a-Tubulin, loading control. (b) Endogenous FAM57A protein expression in HelLa-1, HelLa-2,
SiHa and CaSki cells (left part of the figure) as well as ectopically overexpressed FAM57A in HeLa-1 cells (right part
of the figure) were analyzed by immunoblot, employing the anti-FAM57A antibody generated in this work. Upper
panel: short exposure, lower panel: long exposure of the same blot. Size markers are indicated. GAPDH, loading
control. (c, d) In order to determine whether the endogenous FAMS57A signal in HPV-positive cancer cells relates to the
257 amino acid FAM57A-1 (CT120A) or to the only 32 amino acid shorter FAM57A-2 (CT120B) isoform, we utilized
an isoform-specific siRNA (siFAM57A-1). It efficiently downregulates the transcript coding for the FAM57A-1 isoform
(upper panel), but does not affect the levels of the FAM57A-2-encoding transcript (lower panel) (c). Immunoblot
analyses show that the endogenous FAM57A signal in HelLa-1 cells is efficiently downregulated by siFAM57A-1 (d),
indicating that it is derived from the FAM57A-1 isoform. siCtrl and siNeg, control siRNAs; GAPDH, loading control.
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Figure S4. Microscopic visualization of different cell densities before harvesting the cells for measuring FAM57A
expression levels by immunoblot analyses (relates to Figure 2). LD: low density; MD: medium density; HD: high
density. A size marker is indicated in the upper left panel (scale bar: 200 pm).



5’-...CAGAGTCCTGCTCTGTGGCCCAGGCTGGAGTGCAGTGGCGTGATCTCGGCTCACTGCAACCTCT
GCCTCCCAGGTTCAAGCGATTCTCCTGCCTCAGCCTCCAGAGTAGCTGGGACTACAGACAGGCACCAC
CACACCTGGCTAATTTTGTATTTTTAGTAGAGACGGGGTTTCACCGTGGTGGTCAGGCTGGTCTCGAAC
TCCTGACGTCAAGTGATCTGCCCGCCTCGGCCTCCCCAAGTGCTGGGGTTACAGGCGCGCCCGACCC
CGATACTTTTAAATAACGACACGTTGTGAACAACACCACAGTCCCTACGCCTCTGGATGGTGTCTCCGG
ATAGATCCAAAGCCGAGAGGCAGTAAGAGCCTGCAGCCTCCACAGTCCGCCTCCTGGTGCAGGTGGA
GAGGGGCTGCTGGAGGCCCCCGGACCTCACGCTTCCTGAGGGCCACCCCGGAGCGGCTGCAGCCGC
TGGCGGCACCGGGAAAAGCATCTCGGCCGTGCGGGGAGAGGCCACATCCTGAGGCCTCCCACCGAGA
AGCACCAGGGCTTGGTGGACGGGGCCCGCGAACCCAGGGCCACACGCCGCCTCCCTCCTTCCTTCCC
CGCGGGCCTCGCCCCACCCCGGAGGGGGTTCCTACCTGGCTTCCTCGGCCCCGCGLCCCACCCeaGeC
CCTTCGCCCGGGGCCGGCGAGAAGAGCAGGTCGGGGAGGGGCGCGTCCGCTGACGGAACAGAAGCC
GGGAGCCGCGGCCCTTCCCGCCTCCGCCTGGGCCCCGCGGCCGCTCGGGAGGGAGCGGCGGACTC
GGAACGCGCGCGCGCCGCGGCCCCGGCCACAGCCGCCGCLCTCGGTCLCCLCGLLTCCGLLCceCGLeCA
CCCGCCCGCCGGGGACGCCGGGGAACCCTCCGGGCCCAGGGACCGCGAGAGACCCLeaGeeeeacecece
TATCGCAGCCGCCGGGCCTGGTCACGCGCAGAGCCGCGCCGCGGGATCGGGGCCAGCGLCLCGGGLG
GAGGCGGGACGGGGACGGGGGCGGAGGGTTGAAATCGCGCGGCLCGGGLCCGGGGLCGCGLCCGAGCC
GAACCCAGCCACGCGGCGCCAGCGAGGCGGCCGGACCCGCAGCCCCGATGCTGCTGACG. . -3

Figure S5. Potential HIF-1 binding sites in the promoter region (nucleotides -1056 to +64) of the FAM57A gene. Core
consensus binding sequences for HIF-1 (5°- A/G-C-G-T-G -3’ or its complementary sequence 5’- C-A-C-G-T/C -3’) are
highlighted in bold. The predicted transcriptional start site is marked in bold and italicized, the underlined sequence
corresponds to the start of the coding sequence [9].
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Figure S6. Validation of shRNAs and siRNAs used for FAM57A silencing. (a) qRT-PCR analyses of FAM57A
transcript levels upon transfection of HelLa-1 cells with pSUPER plasmids expressing two different FAM57A-targeting
ShRNAs (shFAM57A-E1 or shFAM57A-E5). shCtrl: control shRNA. Shown are the log,FC of the FAM57A levels
following FAM57A silencing relative to shCtrl-expressing cells (log,FC=0). (b) Validation of siFAM57A (equimolar
pool of siFAM57A-E1 and siFAM57A-E5) in HPV-positive cancer cell lines at the transcript level by gRT-PCR. Shown
are the log,FC values of mean FAMS7A transcript levels of siFAM57A-transfected cells relative to control siRNA
(siCtrl)-transfected cells (log,FC=0) with standard deviations from at least 3 independent experiments for each cell line.
Statistically significant differences to the respective siCtrl-transfected cells are determined by one-way ANOVA, **: P
< 0.01, ***; P < 0.001. (c) Corresponding analyses of FAM57A protein levels by immunoblot analysis under the
treatment conditions outlined in subfigure (b). siCtrl, control siRNA; GAPDH, loading control.



