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Figure S1. Amino acid sequence of hTASIR2-VFT. The hTAS1R2-VFT sequence (Ala22-Ser493) is
shown with a green background. Numbers refer to amino acid residues of hTAS1R2 (signal peptide:
1-19). His-Tags and thrombin cleavage sites are shown with yellow and pink backgrounds, respec-
tively.
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Figure S2. SDS-PAGE and western blot analysis of hTASIR2-VFT wild-type (WT) and mutant
hTAS1R2-VFT-D278A and hTASIR2-VFT-D382A expressed in E. coli using the pET28 vector. (A)
The proteins from the soluble fraction (sol) or insoluble fraction, known as inclusion bodies (IB),
were separated by 10% acrylamide gels and stained with Coomassie blue. MW: molecular weight
markers. Position of hTASIR2-VFT is indicated by an asterisk. (B) Western blot analysis using
mouse anti-His primary antibody and goat anti-mouse horseradish peroxidase conjugated second-
ary antibody revealed the presence of hTASIR2-VFT wild-type in inclusion bodies (IB) (Lanes 1 and
2) and in the hTASIR2-VFT wild-type purified fraction eluted by size exclusion chromatography from
Figure 2.
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Figure S3. Gel filtration chromatography of purified hTASIR2-VFT. The calibration curve for the
HiLoad 16/600 Superdex 200 preparative grade column (GE Healthcare) was established with ferri-
tin (fe, 440 kDa), B-amylase (B-am, 200 kDa), alcohol dehydrogenase (ad, 158 kDa), conalbumin (con,
75 kDa), ovalbumin (ova, 43 kDa), carbonic anhydrase (ca, 29 kDa), cytochrome c (cc, 13.6 kDa) and
aprotinin (ap, 6.5 kDa). The estimated molecular mass of hTASIR2-VFT is 73 kDa.
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Figure S4. Preparative gel filtration chromatography of refolded hTASIR2-VFT-D278A (solid blue
line) and hTAS1R2-VFT-E382A (solid red line). The arrow indicates the position of the void volume
(Vo), and the asterisk indicates the peak containing purified hTASIR2-VFT. Gel filtration was per-
formed using HiLoad 16/600 Superdex 200 preparative grade equilibrated with 50 mM Tris-HCl pH
8, 150 mM NaCl, 0.5 mM DDM, and 1 mM DTT at 1 mL/min.

Table S1. Secondary structure evaluation of the refolded hTASIR2-VFT and mutants D278A and
E382A.

Protein a-helices (%) B-sheets (%)
hTAS1R2-VET 72 9
hTAS1R2-VFT-D278A 66 13

hTASIR2-VFT-E382A 69 13




