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Figure S1. Long-term EGF stimulation depletes cell surface EGFR. Endogenous EGFR protein localization was investigated by confocal microscopy in HeLa 
cells nontreated or treated with 200 ng/ml EGF for various times. EGFR was either localized both intracellularly and at the cell surface (total EGFR) or at 
the cell surface only. Arrowheads point to the nuclear envelope in example cells. Images are sum projections of z stacks covering the entire cell volume, 
acquired on a confocal laser-scanning microscope. Bar, 10 µm.
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Figure S2. Long-term 10-ng/ml and 200-ng/ml EGF stimulation increases EGFP-EGFR transport efficiency. (A) EGFP-EGFR transport efficiency was in-
vestigated by performing the RUSH transport assay in HeLa cells nontreated or stimulated for 18 h with 1 or 10 ng/ml EGF. Data are means ± SEM  
(n = 3; t test: *, P < 0.05). (B) Graphical representation of the EGFP-EGFR transport efficiency dependence on the fluorescence intensity. Data points rep-
resent the transport efficiency in individual HeLa cells in the absence (untransfected) or presence (transfected) of EGFP-EGFR expression. Cells are shown 
for nontreated conditions or for 24-h treatment with 200 ng/ml EGF. (C–E) Graphical separation of transfected cells into low (I), medium, and high (II) 
EGFP-EGFR expression intensity intervals (dashed vertical lines). The mean EGFP-EGFR transport efficiency of EGF-stimulated cells compared with non-
treated cells was calculated for each interval, excluding untransfected cells. (F) HeLa cells were stimulated with 200 ng/ml EGF either continuously or for 
a 10-min pulse and incubated for various times. EGFP-EGFR transport efficiency was quantified using the RUSH transport assay. Data are means ± SEM  
(n = 3). a.u., arbitrary units.
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Figure S3. Long-term 10-ng/ml and 200-ng/ml EGF stimulation up-regulates mRNA levels of inner COP II paralogues and EGFR. HeLa cells were stimulated 
with EGF and the effect on inner COP II paralogues and EGFR mRNA levels was investigated by Q-RT-PCR. Results were normalized to nontreated cells and 
GAP DH mRNA levels. (A) Log2 mRNA fold changes of HeLa cells stimulated with 200 ng/ml EGF for various times (n = 4). (B) Log2 mRNA fold changes 
of HeLa cells stimulated for 12 h with 0.1, 1, or 10 ng/ml EGF (n = 3). All data are means ± SEM (t test: *, P < 0.05; **, P < 0.01; ***, P < 0.001).
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Figure S4. RNF11, but not C1D, is required for expression changes of inner COP II paralogues, and RNF11 is dispensable for EGFP-VSVG transport 
efficiency. (A) The predicted transcriptional regulation of SEC23B, SEC24B, and SEC24D by C1D was experimentally tested in HeLa cells. Q-RT-PCR 
experiments were performed, and the log2 mRNA fold change of COP II paralogues was investigated after 48 h of siRNA-mediated C1D knockdown (n = 
3). (B) RNF11-GFP was overexpressed for 24 h in HeLa cells (RNF11-GFP transfection efficiency was 30%). Q-RT-PCR experiments were performed, and 
the log2 mRNA fold change of COP II paralogues and EGFR was investigated (n = 5). The results in A and B were normalized to nontreated cells and GAP 
DH mRNA levels. (C) The RNF11 overexpression effect on the number of SEC24B- and SEC31A-labeled ER exit sites was quantified based on confocal 
microscopy (n = 3 with each 10 analyzed cells). (D) Using the RUSH transport assay, the effect of 48-h siRNA-mediated RNF11 knockdown on EGFP-VSVG 
transport efficiency was quantified in HeLa cells (n = 3). All data are means ± SEM (t test: *, P < 0.05; **, P < 0.01; ***, P < 0.001). a.u., arbitrary units.
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Figure S5. RNF11 knockdown decreases endogenous RNF11 staining. The specificity of endogenous RNF11 staining was investigated by confocal 
microscopy after 48 h of siRNA-mediated RNF11 knockdown, followed by 200-ng/ml EGF stimulation for 1 h or 24 h. Results were compared with cells 
treated with nonsilencing negative control siRNA, followed by 200-ng/ml EGF stimulation for 1 h or 24 h. (A) Representative cells showing endogenous 
RNF11 localization. Images are maximum projections of z stacks covering the entire cell volume, acquired on a confocal laser-scanning microscope. Bar, 
10 µm. (B) Quantification of the total RNF11 fluorescence intensity per cell. Data are means ± SEM (n = 3 with each 30 analyzed cells; t test: ***, P < 
0.001). a.u., arbitrary units.

Table S1. siRNA sequences used for RNAi experiments

Gene Class Sense siRNA sequence (5’–3’) Antisense siRNA sequence (5’–3’) Targeted transcripts

SEC23A COP II GCC AUC AAG UCG ACU GGA ATT UUC CAG UCG ACU UGA UGG CCA 9/11
SEC23B COP II CCA AGG AUU UAA CUG CAA ATT UUU GCA GUU AAA UCC UUG GTC 5/6
SEC24A COP II GCC AGA GUU UGU UAG ACA ATT UUG UCU AAC AAA CUC UGG CAA 3/3
SEC24B COP II GCA GGU UCC AUC UGG AUA UTT AUA UCC AGA UGG AAC CUG CAT 3/3
SEC24C COP II GCC UCU GAA GAG CGU CUA ATT UUA GAC GCU CUU CAG AGG CTC 5/6
SEC24D COP II GGA GAA GUC UUU GUU CCU UTT AAG GAA CAA AGA CUU CUC CAA 5/6
RNF11 HS TR CCU CCU UGC CUC UUG UCU UTT AAG ACA AGA GGC AAG GAG GTC 1/1 (3’ UTR)
RNF11 HS/MUS TR GGA AGA GAU GGA UCA GAA ATT UUU CUG AUC CAU CUC UUC CAG 1/1
XWNeg9 (s444246) Control UAC GAC CGG UCU AUC GUAGtt CUA CGA UAG ACC GGU CGUAtt

Scramble (s229174) Control UUC UCC GAA CGU GUC ACGUtt ACG UGA CAC GUU CGG AGAAtt  
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Table S2. Primer sequences used for Q-RT-PCR experiments

Gene Class Forward primer (5’–3’) Reverse primer (5’–3’)

COPA COPI TGC TCA CCC TAA CCT TAA CCTC TCC CGT TCC AGC TTA AAC AC

COPB1 COPI GTG AAG CCA TTC AGC GCT TT AGG ATC CAT AAT GCT CCT CGG

COPB2 COPI GAA TTG GGT TGT GAC AGG AGC GGA TGA ACA GCA ATA CAG CGA

COPD COPI CCA TCA TTG AAA CTG ATA AAC CAA CCT TTC CTT TGG CTC CAA GT

COPE COPI GAA CGC CTT CTA CAT CGG CA ACG TCT CTC TCT GGG CTT GA

COPG1 COPI CCT GGG ATG AGG TAG GGG AT CTC ACA AGG GTG CAT TCC CA

COPG2 COPI TCC GAA TTG CCA GTC GCT TA TCG CAA GCA GCT CTC AAT GAA

COPZ1 COPI GAG GGG TGA TCC TAG AGA GTG AT CCG TAA GGG GGA CAT CTTC

ARF1 COPI GAT CGT GAC CAC CAT TCC CA TCC CAC ACA GTG AAG CTG AT

SEC16A COP II CCT GCC ATG GAG CAA GTT CAC AGA CAT GAG GCA CTG AAA

SAR1A COP II TTG ATC TTG GTG GGC ACG AG GGA TTC CAC GAG GCG AGA AT

SAR1B COP II CCA TTG CTG GCA TGA CGT TT TGC CAT TGA TAG CAG GAA GGT

SEC12 COP II GTT GTA CGC GCT TCA GGTC GCG CCC ATT AAT CAG CTC TA

SEC23A COP II GGT GGC ACA TGT CAG TGG AA ACG CCC TCC TTG AGG AAT TG

SEC23B COP II TCT TCC GAG GGA CCA AGG AT AAG CAA AAG GGT GCT CCT GT

SEC24A COP II GAA TTC AGT TTG CCA GAG TTT GT CAA ATG TTA TGA AGC CAA TTT TTG

SEC24B COP II ATG ACT CCT GTT TGG GCT CC CAG TAA AGC CTG TGT CTG TGGA

SEC24C COP II GCG TCT CCT CCT TCA GTC AG GCC TCG AAC CTT CTT GGA CA

SEC24D COP II TGT GAA GAA CTG AAG ACC ATGC TGC AGA CGT CTC TTC TTG CT

SEC31A COP II CTC AAG ATG GAA GCC ACC CT TGG CTT GAG TGA GTT GCA CA

SEC31B COP II GGC ACA AGC ACC ACT GAT AC GGA GGC CAA AAG TAA CCA GC

SEC13 COP II GGG AAG GCC AAT GGG AAG TA CGA TGG GTG GTC TAT GAG GC

RNF11 TR GCT TCA CGA GTC TCA GTC CG GGC TAG GTG TTG GGT GGT AG

GAP DH Control CAT GAG AAG TAT GAC AAC AGC CT AGT CCT TCC ACG ATA CCA AAGT

Table S3 is provided as an Excel file and shows assays for targeted proteomics analysis.
Table S4 is provided as an Excel file and shows TRs coexpressed with SEC23B, SEC24B, and SEC24D.




