Supplementary material

SFig. 1. Analysis of autophagy induction by different stress conditions in
Chlamydomonas. (A), Log phase cells growing in TAP medium were treated with 5
pg/ml tunicamycin (tun), 1 mM Hz02, 1 pM methyl viologen (MV) or 20 uM norflurazon
(NF) and samples were taken at the indicated times and processed for expression
analysis of ATG8, ATG3 and CALZ genes by qPCR. Values are means of three independent
experiments. (B), Thirty micrograms of total extracts from cells treated as indicated in
panel A were resolved by 15% SDS-PAGE followed by western blot analysis with anti-

ATGS8 and anti-FKBP12 antibodies.

SFig. 2. Expression analysis of the FKBP12 gene by qPCR. Log phase cells grown in TAP
medium were treated with 5 pg/ml tunicamycin (tun) and samples were collected and
processed for RNA isolation at the indicated times. Expression of the FKBP12 gene was

analyzed by qPCR. Values are means of two independent experiments.

SFig. 3. (A) Domain structure of CAL2, ERO1 and PDI6 proteins from Chlamydomonas.
Evolutionarily conserved domains were identified with the Conserved Domain search
tool at NCBI (http://www.ncbi.nlm.nih.gov/Structure/cdd/wrpsb.cgi). (B) Amino acid
sequence alignment of CALZ2 protein homologues from Chlamydomonas reinhardtii
(CrCAL2; Cre01.g038400.t1.2), Arabidopsis thaliana (AtCALZ; NP_172392.1), human
(HsCALZ2; AAB51176.1) and Saccharomyces cerevisiae (CNE1). ER retention motifs are
underlined. (C) Amino acid sequence alignment of ERO1 protein homologues from
Chlamydomonas reinhardtii (CrERO1; Crel7.g723150.t1.3), Arabidopsis thaliana
(AtERO1; AEE35298.1), human (HsERO1; AAH08674.1) and Saccharomyces cerevisiae

(ScCERO1). (D) Amino acid sequence alignment of PDI6 protein homologues from



Chlamydomonas reinhardtii (CrPDI6; Crel2.g518200.t1.3), Volvox carteri (VcPDI6;
XP_002948079.1), Chlorella variabilis (CvPDI6; XP_005852011.1) and Arabidopsis

thaliana (AtATERD]3A; NP_187509.1). The thioredoxin-like motif is underlined.

SFig. 4. Effect of thapsigargin on autophagy and ER stress. Log phase cells grown in TAP
medium were treated with 1 pg/ml thapsigargin (thap) or 5 pg/ml tunicamycin (tun) for
8 hours and then processed for western blot analysis of ATG8 and FKBP12 proteins (A)
or qPCR analysis of ATG8, ERO1 and PDI6 genes (B). Values are means of two

independent experiments.

SFig. 5. Expression analysis of CAL2, ERO1 and Rb60 genes by qPCR. Log phase cells
grown in TAP medium were treated for 8 hours with 2.5 mM DTT (A) or 5 pg/ml
tunicamycin (B) alone or in combination with 10 mM GSH. Samples were collected and
processed for RNA isolation. Expression of the indicated genes was analyzed by qPCR.
Values are means of three independent experiments. “*”, Differences were significant at

P<0.05 according to Student’s t-test between DTT and DTT/GSH.

SFig. 6. Expression analysis of the GSTS1 gene by qPCR. Log phase cells grown in TAP
medium were treated for 30 minutes or 8 hours with 5 mM ascorbate or left untreated
(control). Samples were collected and processed for RNA isolation and qPCR analysis.

Values are means of two independent experiments.

SFig. 7. DAD1 expression is upregulated upon prolongued ER stress. Log phase cells

grown in TAP medium were treated with 5 ug/ml tunicamycin (tun) and samples were



collected and processed for RNA isolation at the indicated times. Expression of the DAD1

gene was analyzed by qPCR. Values are means of two independent experiments.
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