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Supporting Information

Figure S1. Purification Overview. A. Representative Ni-NTA purification of WT-hSGLT1. Ladder
(1); Flow through (2); Washes without imidazole (3-4); Washes at 10 mM Imidazole (5-6); Elution
with 150 mM Imidazole lanes (7-11); Elution with 250 mM Imidazole (12-13). All elution lanes
represents fractions of 1mL elution except (12-13) which were done at 10 mL. B. SEC repurification
of WT-hSGLT1 (red) and N248A (black) with its corresponding fractions (1 to 6) in SDS-PAGE
after Ni-NTA purification. C. Superdex 200 HR calibration using gel filtration standards, such as blue
dextran, apoferritin, alcohol deshydrogenase, albumin, and carbonic anhydrase (grey solid
chromatogram). hSGLT1 purification is indicated in orange, and the main peaks are represented as
arrows. D. Molecular weight estimation of the two main peaks for hSGLT1 using the calibration
standards as reference E. MALDI-TOF mass spectrometry of the excised band for WT-hSGLT1 at
55 kDa apparent molecular weight in SDS-PAGE.

Figure S2. hSGLT1-eGFP immunodetection. Western Blot using anti-eGFP on 10% SDS-PAGE
for Ni-NTA purification; 1: Starting material before centrifugation; 2: solubilized material; 3: Non-
solubilized material; 4: Flow-through; 5: Wash at 10 mM Imidazole; 6-13: Elutions of Ni-NTA at
250 mM Imidazole; 14: Purified free eGFP.

Figure S3. hSGLT1 immunodetection. Western Blot using anti-hSGLT1 on 10% SDS-PAGE for
Ni-NTA purification; Flow through (FT); Washes at 10 mM Imidazole (W1), Washes at 20 mM
Imidazole (W2 and W3) ; Ni-NTA elutions at 250 mM Imidazole (E1-E3).

Figure S4. His-tagged protein immunodetection. Western Blot using anti-His-Tag on 8% SDS-
PAGE for SEC fractions; 1-4; Elutions of SEC chromatography represented on Figure 5.

Figure SS. Electrophysiology measurements of hSGLT1 in planar lipid membranes. A. Traces
at 50 mV. B. Traces at 100 mV. C. Traces at 150 mV. See figure inset for color details. D. Histogram
of patch clamp measurements in planar lipid membranes at 50 mV. Histograms result from the
evaluation of 4 seconds traces corresponding to: first addition of 10 ng of protein to the planar
membrane (top); addition of 200 mM NaCl; addition of 200 mM KCI; addition of 5 mM glucose;
addition of hRSGLT1 inhibitor, phlorizin (100 uM, bottom). All additions were done sequentially after
protein was initially added (top histogram).
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