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Immunofluorescence analysis of hOCT2 expression in stably transfected HEK cells.

Cells on coverslips were fixed in 4% PFA for 5 min at room temperature. After fixation, nonspecific
binding sites were blocked by 1 h incubation at room temperature with 10 % BSA. The cells were then
washed with PBS and further incubated overnight at 4°C with hOCT2 antibody [1] diluted 1:20 in 1%
BSA. After this, cells were washed three times with PBS, and incubated 45 min at room temperature
with the secondary antibody (1:1,000 dilution, Alexa Fluor 488 goat anti-mouse; Invitrogen, Karlsruhe,
Germany) together with 4',6-diamidino-2-phenylindol dihydrochloride (DAPI, Thermo Fisher),
followed by four more washing steps in PBS. Finally, the cells were covered with Crystal Mount
(GeneTex, San Antonio, TX), and evaluated by epifluorescence microscopy (Observer Z1 with apotome;
Zeiss, Gottingen, Germany) (Supplementary Material Fig. 1). Negative control slides were included

without addition of primary antibody (Supplementary Material Fig. 2).



Supplementary material Fig. S1

Supplementary Figure S1. Representative immunofluorescence analysis of hOCT2 expression in HEK cells stably
transfected with hOCT2 WT (panels A, B, and C) or hOCT2 Ala270Ser (panels D, E, and F). Green is the hOCT2
labelling with a specific antibody against hOCT?2 [1]. The cell nuclei are labeled in blue with DAPI. Panels A and D
show the fluorescence associated with the hOCT2 antibody, panels B and E the DAPI labelling, and panels C and F

the merge picture of hOCT2 and DAPI labelling. As a membrane bound transporter hOCT2 exhibits a typical



predominantly membranous staining on the plasma membrane of HEK cells. The scale bars indicate a length of 20

pm.

Supplementary material Fig. S2

Supplementary Figure S2. Representative immunofluorescence analysis of negative controls for hOCT2 expression
in HEK cells stably transfected with hOCT2 WT (panels A, B, and C) or hOCT2 Ala270Ser (panels D, E, and F).
Green is the labelling observed using only the secondary antibody for hOCT2 detection. The cell nuclei are labeled

in blue with DAPI. Panels A and D show the fluorescence associated with the secondary antibody used for hOCT2



detection, panels B and E the DAPI labelling, and panels C and F the merge picture. The scale bars indicate a length

of 20 um.

Transporter overexpression validated by real-time reverse transcriptase-PCR:

Transfection of the hOCT2-containing constructs in HEK cells resulted in a huge transporter expression as
measured in 2 independent clones of hOCT2 WT and 2 independent clones of hOCT2 Ala270Ser, as measured using
an real-time PCR assay by Applied Biosystems (for hOCT2 WT: Ct value for hOCT?2: 24; Ct value for housekeeping
gene (TATA-box binding protein ~TBP-): 24; for hOCT2 Ala270Ser: Ct value for hOCT2: 24; Ct value for TBP: 24).
The mock transfected cells expressed only minimal amount of hOCT2 (Ct value for hOCT2: 38; Ct value for TBP:

24).
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