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Appendix Figure S1 

 

 

 

 

Appendix Figure S1. TMEM135 localizes to peroxisomes.  

(A) Huh7 cells were transfected with TMEM135-myc plasmid (Upper and lower panel), 

followed by immunostaining with antibodies against PMP70 (red) and Myc (green) in the 

upper panel, Myc (red) and Tomm20 (green) in lower panel. Scale bar, 10 μm. Celle were co-

transfected with TMEM135-Myc and RFP-SKL plasmid (middle panel).  

(B) RPE1 cells were transfected with TMEM135-Myc plasmids (Upper panel and lower 

panel) and immunostained with antibodies against PMP70 (red) and Myc (green) in Upper 

panel and Myc (red) and Tomm20 (green) in lower panel. Scale bar, 10 μm. Endogenous 

TMEM135 and PMP70 was stained by TMEM135 antibody (green) and PMP70 antibody 

(red) middle panel. Scale bar, 10 μm.  

 



Appendix Figure S2 

 

 

Appendix Figure S2. TMEM135 depletion is not associated with impaired peroxisomeal 

matrix protein import or accumulation of VLCFA.  

(A) Huh7 cells were transfected with siRNAs as indicated followed by Western blot analysis 

for TMEM135 knock down efficiency by using TMEM135 antibody.  

(B) Huh cells were transfected with siRNAs as indicated followed by Western blot analysis of 

different peroxisome protein (PMP70, catalase, Pex5, Pex14).  

(C) Huh cells were transfected with siRNAs as indicated and immunostained with antibodies 

against catalase (red) and PMP70 (green). Scale bar, 10 μm.  

(D) Huh7 cells were transfected with siRNAs as indicated followed by GC-MS analysis of 

VLCFA. Data represent mean ± SD (n =3 experiments). NS, not significant. Student’s T-test.  



(E) RPE1 cells were transfected with siRNAs as indicated followed by Western blot analysis 

for TMEM135 antibody.  

(F) RPE1 cells were transfected with siRNAs as indicated and immunostained with 

antibodies against catalase (red) and PMP70 (green). Scale bar, 10 μm. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Appendix Figure S3 

 

 

 

 

Appendix Figure S3: TMEM135 siRNA efficiently reduces TMEM135 fluorescent signal 

from peroxisomes. Representative image showing that all three siRNA efficiently reduces 

TMEM135 protein from peroxisomes stained with PMP70 in RPE1 cell. Scale bar, 10 μm.  

 

 

 

 

 



 

Appendix Figure S4 

 

 

 

Appendix Figure S4. Few cells were detected with ciliary endogenous ciliary Rab8.  

RPE1 cells were serum-starved for 24 h and immunostained with Rab8 antibody.  

Representative image showing ciliary Rab8. Scale bar, 10 μm. Arrow indicate the 

endogenous Rab8 localizes in few cell populations during serum-starvation. 

 

 

 

 

 

 

 

 



 

Appendix Figure S5 

 

Appendix Figure S5. TMEM135 depletion mediated impaired Rab8 activation is not 

associated with Rabin8 dysfunction. 

 (A, B) RPE1 cells were transfected with siRNAs as indicated followed by Western blot 

analysis for Rab11 and Rabin8 knockdown efficiency respectively. 

(C) RPE1 cells were transfected with siRNAs as indicated followed methanol fixation and 

immunostaining with EHD1 (red) and γ-tubulin (green) antibody. Scale bar, 10 μm.  

(D) Quantitative data of (C) showing percentage of cells with EHD1 localization in the 

cilium or basal body. Data represents average (n=2 experiments), 100 cells were scored per 

condition per experiment.  



(E) Cells were transfected as shown and the cell lysates were incubated with purified GST-

JCF1 (RBD) fusion protein. The amount of GTP-Rab8 bound to GFT-JCF1(RBD) was 

analyzed by Western blot with Rab8 antibody. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Appendix Figure S6 

 

 

 

Appendix Figure S6. TMEM135 depletion increases peroxisome-Rab8 overlap.  

(A) RPE1 cells were transfected with siRNAs as indicated for 48 h, incubated with/without 

HPβCD in serum starved media for additional 18 h, and immunostained with antibodies 

against Rab8 (red) and PMP70 (green). Scale bar, 10 μm.  

(B) Quantification of peroxisome-Rab8 overlap in (A) Data represent mean ± SD (n = 3 

experiments). 50 cells were scored per condition per experiment). *P < 0.05, Student's t-test. 

 

 

 

 

 

 

 

 



Appendix Figure S7 

 

 

 

Appendix Figure S7. TMEM135 depletion does not affect IFT88 trafficking to centrioles. 

(A) RPE1 cells were transfected with siRNAs as indicated and immunostained with 

antibodies against IFT88 (red) and γ-tubulin (green). Scale bar, 10 μm.  

(B) Quantification of percentage of cells with IFT88 localized to cilium in (A) Data represent 

mean ± SD (n = 3 experiments). 100 cells were scored per condition per experiment *P < 

0.05, Student's t-test.  

(C) Quantification of percentage of cells with IFT88 localized to centrioles in (A) Data 

represent mean ± SD (n = 3 experiments). 100 cells were scored per condition per experiment. 

NS, not significant, Student's t-test 

 



 

Appendix Table S1: List of siRNA sequences used in this study 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Appendix Table S2: List of antibodies used in this study 

 

 

 

 

 

 

 

 

 



Appendix Table S3: List of primer sequence used for RT-QPCR 
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