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Supplemental Fig. 4. Intracellular localization of GFP-AC6-Ns and FLAG-4.1G-FL. HEK293 

cells were exogenously expressed with both GFP-AC6-N-WT (upper) or -3A (lower) in the 

presence of FLAG-4.1G-FL. The cells were immunolabeled with both rabbit anti-GFP (green) 

or mouse anti-FLAG (clone M2, red) antibody. One of the representative (AC6-N) 16 or (AC6-

N-3A) 10 images is shown, respectively. Scale bar = 10 µm. (B) Fluorescent intensity (F.I.) 

profile plots from (a) to (a’) and from (b) to (b’) shown in (A). Arrowheads indicate the position 

of the cell periphery. 
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Supplemental Fig. 5. The three consecutive positive charges in the N-terminus of AC6 are 

essential for binding to the FERM domain of 4.1G. (A) Amino acid sequences of AC6-N and 

AC6-N-3K. Triple-arginine and triple-lysine sequences in AC6-N and AC6-N-3K are underlined. 

Amino acids residues are numbered above the sequences. (B) in vitro pull-down assay of MBP-

AC6-Ns and FLAG-4.1G-FERM. FLAG-4.1G-FERM protein bound to the MBP-proteins (upper) 

and FLAG-4.1G-FERM protein contained in the lysate (middle) were immunodetected by mouse 

anti-DYKDDDDK antibody. MBP and MBP-AC6-Ns pulled down by amylose resin beads were 

separated by SDS-PAGE and visualized by Coomassie Brilliant Blue (CBB) staining (lower). (-); 

MBP (43 kDa), MBP-AC6-N (59 kDa), MBP-AC6-N-3K (59 kDa), and FLAG-4.1G-FERM (36 

kDa). Representative immunoblots of three independent experiments are shown. 
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Supplemental Fig. 6. Binding of the N-termini of MBP-ACs with FLAG-4.1G-FERM. (A) 

Amino acid sequences of AC3-N, AC7-N, and AC9-N. Positively charged amino acids are 

colored red. Amino acids are numbered on both ends of the sequence lines. (B) in vitro pull-down 

assay. MBP, MBP-AC3-N, MBP-AC6-N, MBP-AC7-N, and MBP-AC9-N proteins were used for 

an in vitro pull-down assay. FLAG-4.1G-FERM protein bound to the MBP-proteins (upper) and 

FLAG-4.1G-FERM protein contained in the lysate (middle) were immunodetected by mouse anti-

DYKDDDDK antibody. Purified MBP alone or MBP-ACs-N proteins isolated with amylose resin 

beads were visualized by Coomassie Brilliant Blue (CBB) staining (lower). (-); MBP (43 kDa), 

N; MBP-AC3-N (49 kDa), MBP-AC6-N (59 kDa), MBP-AC7-N (47 kDa), MBP-AC9-N (56 

kDa), and FLAG-4.1G-FERM (36 kDa). Representative immunoblots of three independent 

experiments are shown. 
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Supplemental Fig. 7. A dose-dependent increase in cAMP production by PTH-(1-34). HEK293 

cells stably expressing HA-PTHR were treated with various concentrations of PTH-(1-34) in the 

presence of 100 µM IBMX for 14 min at 37°C. The intracellular cAMP concentrations were 

analyzed by an AlphaScreen cAMP assay according to the “Materials and Methods”. n = 3. 


