Materials S1
Description of the non-commercial plasmids used in this study

Unless indicated otherwise, all PEX5 constructs described below encode the human ortholog of this peroxin. The vectors encoding (cytosolic) KR (pMF1755), PEX5(L) (pMF961), PEX5(L)C11K (pMF1579), PEX5(L)N526K (pMF1698), PEX5(S) (pMF106), HsPMP34 (pBS-HsPMP34), or PEX5(S)∆C299-PEX5L/PEX5R∆N326-EGFP (pLA142) have been described elsewhere.1-8 The plasmids encoding myc-tagged MmPEX5(L) (pLA141), GFP-LC3, LAMP1-EGFP, or LAMP2A-EGFP were acquired from Dr. M. Baes (KU Leuven, Belgium), Dr T. Yoshimori (National Institute of Genetics, Japan), Dr. T. Voets (KU Leuven, Belgium), and Dr. S. M. Di Pietro (Colorado State University, CO, USA), respectively. The plasmid encoding FLAG-PMP34-Ub (pMN19) was generated in 2 steps: first, EcoRI/SalI-flanked Ub-encoding cDNA was isolated from human liver cDNA (TaKaRa, 637205) by PCR (primers: UbfwEcoRI and UbrvSalI) and cloned into an EcoRI/SalI-restricted pCMV-Tag 2B vector to yield a plasmid encoding FLAG-Ub (pEA7); second, pMN19 was constructed by amplification of the PMP34 cDNA by PCR (template: pBS-HsPMP34; primers: PMP34fwBamHI and PMP34rvEcoRI) and cloning the BamHI/EcoRI-digested PCR product into the BamHI/EcoRI-cut pEA7. The construct encoding human PEX5(L)-KR (pMF1758) was generated by cloning the SalI/BglII-restricted PEX5(L)-coding PCR product (template pMF961; primers: PEX5fwSalI and PEX5rvBglII), and KR from the BamHI/NotI-digested pKillerRed-dMito vector, into SalI/NotI-restricted pEGFP-N1 via a 3-point ligation procedure. Also the plasmids encoding PEX5(L)-HaloTag (pMF1677) and HsHAO2 (hydroxyacid oxidase 2)-HaloTag (pMF1633; HaloTag-PTS1) were generated via a 3-point ligation procedure: pMF1677 was generated by cloning a SalI/BglII-restricted PEX5-encoding PCR fragment (template: pMF961; primers: PEX5fwSalI and PEX5BglIIrv) and a BamHI/NotI-restricted HaloTag-encoding PCR fragment (template: pHT2; primers: pHT2fw and pHT2rvNot) into SalI/NotI-restricted pEGFP-N1; and pMF1633 was generated by cloning a HindIII/BamHI-restricted HaloTag-encoding PCR fragment (template: pHT2; primers: pHT2fwHindIII and pHT2rvBamHI) and a BamHI/NotI-restricted HAO2-encoding PCR fragment (template: human liver cDNA; primers: HAO2fwBamHI and HAO2rvNotI) into HindIII/NotI-restricted pEGFP-N1. The bicistronic construct encoding peroxisomal roGFP2 and human PEX5(L)C11S (pDC3) was constructed by amplifying the corresponding PEX5(L)C11S cDNA fragment by PCR (template pMF16797; primers: PEX5fwBglII3 and PEX5rvSalI2) and cloning the BglII/SalI-digested PCR product into the BglII/SalI-restricted pIRES2-roGFP2-PTS1 vector.9 The plasmids coding for nontagged PEX5(S) (pMN56), PEX5(L) (pMN57), PEX5(L)C11S (pMN53), and PEX5(L)C11A (pMN64) were generated via amplification of the corresponding cDNAs via PCR (templates: pMF106 (pMN56), pMF961 (pMN57), pDC3 (pMN53), and pMN57 (pMN64); primers: PEX5fwBglII1 and PEX5rvNotI (pMN56, pMN57, pMN53), and PEX5C11AfwBglII and PEX5rvNotI (pMN64)) and cloning the BglII/NotI-restricted PCR products into BglII/NotI-digested pEGFP-N1. The plasmids encoding EGFP fused to the C terminus of either PEX5(S) (pLA138), PEX5(L) (pMN65), PEX5(L)C11S (pMN54), PEX5(L)C11A (pMN63), PEX5(L)C11K (pMN75), PEX5(S)(N10 (pMF908), PEX5(S)(N110 (pMF916), and PEX5(L)N526K (pMN77) were constructed by amplifying the corresponding PEX5 cDNAs via PCR (templates: pMN57 (pMN65), pMF1579 (pMN75), pDC3 (pMN54), pMN53 (pMN63), pMF106 (pLA138, pMF908, pMF916) and pMF1698 (pMN77); primers: PEX5fwBglII2 and PEX5rvSalI1 (pLA138), PEX5fwBglII1 and PEX5rvSalI3 (pMN65, pMN54, pMN75, pMN77) PEX5C11AfwBglII and PEX5rvSalI3 (pMN63), PEX5(N10fwBglII and PEX5rvSalI3 (pMF908), PEX5(N110fwBglII and PEX5rvSalI3 (pMF916)) and cloning the BglII/SalI-digested PCR products into the BglII/SalI-restricted pEGFP-N1 vector. The plasmid encoding PEX5(L)-mCherry (pMN78) was generated by replacing the SalI/NotI-restricted EGFP cassette by a SalI/NotI-restricted mCherry cassette (this cassette was amplified by PCR (template: pJ1:PG27188 (DNA2.0); primers: mCherrySalIfw and mCherryNotIrv)). The plasmid encoding PEX5(S)N489K-EGFP (pMN80) was generated by cloning the HindIII/NotI-restricted insert of pMN77 into the HindIII/NotI-restricted backbone of pMN56. To generate the plasmid coding for the fusion protein PEX5(S)∆C299-PEX5L/PEX5R(N326-EGFP (pMN70), the BglII/SalI-restricted PCR product (template: pLA142; primers: PEX5fwBglII1 and PEX5RrvSalI) was cloned into the BglII/SalI-digested pEGFP-N1 vector. The plasmid encoding human PEX5(L)K527R-EGFP (pMN71) was generated by amplifying the cDNA encoding PEX5(L)K527R via fusion PCR and cloning the corresponding BglII/SalI-digested PCR product into the backbone fragment of BglII/SalI-restricted pEGFP-N1. The fusion PCR product was generated as follows: in a first PCR reaction, 2 PCR fragments (template: pMN57; primers PEX5fwBglII1 and PEX5K527Rrv (fragment 1), PEX5K527Rfw and PEX5rvSalI3 (fragment 2)) were generated; these fragments were fused and used as template in a second PCR reaction generating the final cDNA (primers: PEX5fwBglII1 and PEX5rvSalI3). The plasmid encoding MmPEX5(L)-EGFP (pMN62) was generated by cloning the NheI/SalI digested MmPEX5(L) PCR product (template: pLA141; primers: PEX5fwNheI and PEX5rvSalI4) into the NheI/SalI-restricted backbone fragment of pEGFP-N1. The pGEM-based vectors encoding EGFP-tagged PEX5(L) (pMN66), PEX5(L)C11K (pMN76), PEX5(L)C11S (pMN67) and PEX5(L)C11A (pMN68) were generated by amplifying the corresponding cDNAs via fusion PCR and cloning the SalI/BglII-restricted PCR products into the backbone fragment of a SalI/BamHI-digested pGEM-4 vector. The fusion PCR products were generated as follows: in a first PCR reaction, 2 PCR fragments (template: pMN65 (pMN66), pMN54 (pMN67), pMN63 (pMN68), pMF1579, and pMN65 (pMN76); primers: PEX5fwSalI and PEX5fusionrv (fragment 1), PEX5fusionfw and EGFPrvBglII (fragment 2)) were generated; these fragments were fused and used as template in a second PCR reaction generating the final cDNAs (primers: PEX5fwSalI and EGFPrvBglII).
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