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Appendix Table S1. Plasmids used in this study

pDONOR221-CALCOCO1 This study
pDONOR221-CALCOCO1 141-LVV/141-AAA | This study
pDONOR221-CALCOCO1 (1-150) This study
pDONOR221-CALCOCO1(145-513) This study
pDONOR221-CALCOCO1(514-691) This study
pDONOR221-CALCOCO1ASKICH This study
pDONOR221-CALCOCO1ACC This study
pDONOR221-CALCOCO1A514-691 This study
pDONOR221-CALCOCO1ALIRAS514-691 This study
pDONOR221-CALCOCO1ALIRA623-691 This study
pDONOR221-CALCOCO1A145-205 This study
pDONOR221-CALCOCO1A231-339 This study
pDONOR221-CALCOCO1A413-513 This study
pDONOR221-CALCOCO1(145-670) This study
pDONOR221-CALCOCO1(145-680) This study
pDONOR221-CALCOCO1(680-FFF/AAA) This study
pDONOR221-CALCOCO1A671-691

pDest-MYC-CALCOCO1 This study
pDest-MYC-CALCOCOI1ALIR This study
pDest-MYC-CALCOCO1 (1-150) This study
pDest-MYC-CALCOCO1-(145-513) This study




pDest-MYC-CALCOCO1(514-691) This study
pDest-MYC-CALCOCO1ASKICHALIR This study
pDest-MYC-CALCOCO1ACC This study
pDest-MYC-CALCOCO1A514-691 This study
pDest-MYC-CALCOCO1ALIRA623-691 This study
pDest-MYC-CALCOCO1A145-205 This study
pDest-MYC-CALCOCO1A231-339 This study
pDest-MYC-CALCOCO1A413-513 This study
pDest-MYC-CALCOCO1(145-670) This study
pDest-MY C-CALCOCO1(145-680) This study
pDest-MYC-CALCOCO1A(680-FFF/AAA) This study
PDest53-CALCOCO1 This study
pcDNA-Dest53 (GFP fusion) Invitrogen

pDest-EGFP-C1

Lamark et al., 2003

pDest-EGFP-CALCOCO1 This study
pDest-EGFP-CALCOCO1A671-691 This study
pDest-FlpIin-EGFP-CALCOCO1 This study
pDestmCherry-CALCOCO1 This study
pDONOR221-TAX1BP1 This study
pDONOR221-TAX1BPI1ALIR This study
pDONOR221-TAX1BP1mLIRA701-789 This study
pDest-MYC-TAX1BP1 This study




pDest-MYC-TAX1BP1ALIR

This study

pDest-MYC-TAX1BP1ImLIRA701-789 This study
pDONOR221-NDP52 This study
pDONOR221-NDP52ALIR This study
pDest-MYC-NDP52 This study
pDest-MYC-NDP52ALIR This study
pDONOR221-VAPA This study
pDONOR221-VAPA(K94D/M96D) This study
pDest-MYC-VAPA This study
pDest-FIpIn-EGFP-VAPA This study
PDest15-VAPA This study
PDest15-VAPA(K94D/M96D) This study
pDest-mCherry-EYFP-VAPA This study
pDONOR221-VAPB This study
pDONOR221-VAPB(K87D/M89D) This study
PDest15-VAPB This study
pDest-MYC-VAPB This study
pDest15-VAPB(K87D/M89D) This study

PENTR-GABARAP

Pankiv et al., 2007

PENTR-GABARAPL1

Pankiv et al., 2007

PENTR-GABARAPL?2

Pankiv et al., 2007

PENTR-LC3A

Pankiv et al., 2007




PENTR-LC3B

Pankiv et al., 2007

PENTR-LC3C

Kirkin et al., 2009

PENTR-GABARAP Y49A (mLDS)

Alemu et al., 2012

PENTR-GABARAPL1 Y49A (mLDS)

This study

PENTR-GABARAPL2 Y49A (mLDS)

This study

PENTR-LC3B F52A (mLDS)

Kirkin et al., 2009

PENTR-LC3C F58A (mLDS) This study
PENTR-GABARAP AUDS This study
PENTR-GABARAPLI1 AUDS This study
PENTR-GABARAPL2 AUDS This study
PENTR-GABARAP Y49A/AUDS This study
PENTR-GABARAPLI1 Y49A/AUDS This study
PENTR-GABARAPL2 Y49A/AUDS This study
PENTR-LC3B F52A/AUDS This study
PENTR-LC3C F58A/AUDS This study

pDest15-GABARAP

Pankiv et al., 2007

pDest15-GABARAPL1

Pankiv et al., 2007

pDest15-GABARAPL?2

Pankiv et al., 2007

pDest15-LC3A

Pankiv et al., 2007

pDest15-LC3B

Pankiv et al., 2007

pDest-mCherry-EYFP-LC3B

Pankiv et al., 2007

pDest15-LC3C

Kirkin et al., 2009




pDest15-GABARAP Y49A Alemu et al., 2012
pDest15-GABARAPL1 Y49A This study
pDest15-GABARAPL2 Y49A This study
pDest15-LC3B F52A Kirkin et al., 2009
pDest15-LC3C F58A This study
pDest15-GABARAP AUDS This study
pDest15-GABARAPL1 AUDS This study
pDest15-GABARAPL2 AUDS This study
pDest15-GABARAP Y49A/AUDS This study
pDest15-GABARAPL1 Y49A/AUDS This study
pDest15-GABARAPL2 Y49A/AUDS This study
pDest15-LC3B F52A/AUDS This study
pDest15-LC3C F58A/AUDS This study

pCDH EFlalfa IRES Puro mCherry EGFP This study
FAM13 4b 82-238
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Appendix Figure S1. Generation of CRISPR/CAS9-mediated HeL.a and HEK293 FlpIn
CALCOCO1 KO cells,

A Hela FlpIn CALCOCO1 KO cells generated with the indicated gRNA for genomic
editing of targeted exons 2. Shown are the genomic sequences of four mutated alleles
in CALCOCOL1 KO clone 38.

B HEK293 Flpln CALCOCO1 KO cells generated targeting exon 2 and exon 4 with two
different gRNAs. CALCOCO1 KO cells were verified with both western blot and
genomic sequencing of regions encompassing exon 2 and exon 4.

Appendix Figure S2. Co-localization of CALCOCO1 with p62 and LC3B depends on the
LIR and UIR motifs.

A, B HelLa CALCOCO1 KO cells reconstituted with EGFP-CALCOCOL1 (A) or EGFP-
CALCOCO1 mLIR+AUIR (B) were starved with or without Baf Al treatment as
indicated, and then immunostained for endogenous p62 and LC3B. Scale bars, 5 um.

C HeLa CALCOCO1 KO cells stably expressing EGFP-CALCOCOL1 were starved or
not for 2 hours and then immunostained with anti-ATG13 and anti-WIPI12 antibodies.

Scale bars, 10 um.
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CRISPR/CAS9 CALCOCO1 KO in HelLa Flpin cells

CALCOCO1
6 91011121314 15

Exon 1

PAM

AGGCCAGGATGGAAGAAT CACCACTAAGCCGGEECACCATCCCG
TCCGGTCCTACCTTCTTAGT GGTGATTCGGCCCGT GGTAGGEEC

kDa
100

CALCOCO1 WT AGGCCAGGATGGAAGAATCACCACTAA- GCCGGEGCACCATCCCG 43
CALCOCO1 C38 AGGCCAGGATGGAAGAATCACCACTAAAGCCGGGCACCATCCCG 44
CALCOCO1 C38 AGGCCAGGATGGAAGAATCACCACT CAAGT CAGAGGT GGCGAAA
CCCGACAGGACTATAAAGATACCAGGCGT TTCCCCCTGGAAGCT
CCCTCGTGCGCTCTCCTGT TCCGACCCTGCCGCTTACCGGATAC
CTGTCCGCCTTTCTCCCTTCGGGAAGCGTGGCGCTTTCTCATAG
CTCACGCTGTAGGTATCTCAGT TCGGTGTAGGTCGTTCGCTCCA
237

AGCCGGEECACCATCCCG
CALCOCO1 C38 AGGCCAGGATGGAAGAATCACCACT GCGCCCAATACGCAAACCG

CCTCTCCCCGCGCGT TGGCCGATTCATTAATGCAGCTGGCACGA
CAGGT TTCCCGACT GGAAAGCGGGCAGT GAGCGCAACGCAATTA
ATGTGAGT TAGCTCACTCATTAGGCACCCCAGGCTTTACACTTT
ATGCTTCCGCCTCGTATGT TGT GT GGAAT TGT GAGCGGATAACA
ATTTCACACAGGAAACAGCTATGACCATGATTACGCCGGEECACC

270

ATCCCG
CALCOCO1 C38 AGGCCAGGATGGAAGAAT CACCACTATACGCAAACCGCCTCTCC
CCGCGCGT TGECCGATTCATTAATGCAGCTGGCACGACAGGTTT
CCCGACT GGAAAGCGGGCAGT GAGCGCAACGCAATTAATGTGAG
TTAGCTCACTCATTAGGCACCCCAGGCTTTACACTTTATGCTTC
CGCCTCGTATGT TGT GTGGAAT TGT GAGCGGATAACAATTTCAC
ACAGGAAACAGCTATGACCATGATTACGCCAAGCTATTTAGGTG
ACACTATAGAATACT CAAGCTATGCATCCAACGCGT TGGGAGCT
CTCCCATATGGT CGACCT GCAGGCGGCCGCGAATTCACTAGTGA
390

TTCTCACAGCCCATAAACCTAAGCCGGECACCATCCCG

CRISPR/CAS9 CALCOCO1 KO in HEK293 FlpIn cells

CALCOCO1
691011121314 15

Exon 1

PAM
Exon 2 Target 1 GGGCTACATTGAGAAAGT TGACT CCACCACGGGATGGT GCCCG
CCCGATGTAACTCTTTCAACT GAGGT GGT GCCCTACCACGGEEC

PAM
Exon 4 Target 2 AGCTCTACCAGTTCCGATATGT GAACOGCCAGEGUCAGGTGTG
TCGAGATGGTCAAGGCTATACACT TGGOGGT CCCGGTCCACAC
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