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Supplemental Figure S1. Negative control for the in vitro phosphorylation assays. Activated
PKB fails to phosphorylate the WT TAS2R14-GST fusion proteins derived from the IL or CT of the
receptor. Purified Myelin Basic Protein (MBP), a known substrate for PKB, is phorphorylated as
indicated. Representative experiment from 3 performed.
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Supplemental Figure S2. (gVniZt�prVmVteK KeZenZitiaatiVn VM tOe B*a2�Di reZpVnZe MrVm ;(S29�� 
aJti]atiVn. /,2-2 �T cells were transfected with pcD5A� �control�, WT, or the indicated mutated 
TAS2R14 constructs. Cells were loaded with Fluo-4, exposed to 500 μM DPD, and fluorescence imaged 
b` confocal microscop` at the indicated time points as described in Materials and Methods. 0n 
parenthesis the amplitude of the signal from the field is shown as a percentage of the maximal signal 
�usuall` observed at 10 or 15 sec�. Shown is a representative experiment of 5 performed. See Fig. 2 for 
mean results.
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Supplemental Figure S�. (gVniZt�prVmVteK KeZenZitiaatiVn VM tOe B*a2�Di reZpVnZe VM ;(S29�� 
aJti]atiVn unKer .922 RnVJRKV^n JVnKitiVnZ. /ASM cells were loaded with Fluo-4, exposed to 500 μM 
DPD, and fluorescence imaged b` confocal microscop` at the indicated time points as described in 
Materials and Methods. 0n parenthesis the amplitude of the signal from the field is shown as a percentage of 
the maximal signal �usuall` observed at 10 or 15 sec�. Shown is a representative experiment of 5 performed. 
See Fig. � for mean results. Shown is a representative experiment of 5 performed in /ASM cells.
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Supplemental Figure S4. Negative controls for the 3/$ assay. /,K-2 3T cells transfected with WT TAS2R14
and ʹ-arrestin2-.FP were treated with ��� ɤM +P+ and the assay was performed without the two primary antibodies (top 
two panels) or without one of the the PLA probes (bottom two panels). A PLA signal (red puncta) was not observed under 
either condition. The green signal represents fluorescense of ʹ-arrestin2-.FP. Results are representative of 4 experiments. 
Positive P3A signals are shown in Fig. 5.
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6XSSOHPHQWDO�)LJXUH�6���7LPH�FRXUVH�RI�DJRQLVW�SURPRWHG�7$625�4�
FRORFDOL]DWLRQ�ZLWK�WKH�HDUO\�HQGRVRPH�PDUNHU�(($�� Transfected 
HEK-293T cells were exposed to the agonist DPD (500 uM) for the indicated 
times and colocalization was ascertained by confocal microscopy as 
described in Materials and Methods. Results are mean +/- SE from 3 
experiments.
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Supplemental Figure S�. $n inhiEitor of internali]ation partially ElocNs 7$S�51��meGiateG activation of 
(5.1��. A) representative experiment of 3 performed. B) Results from 3 experiments. �, P#�.�� vs +P+ 
stimulated vehicle treated cells


	cover page SI
	Supplememtal Figures Version 3 S1-S6
	Supp Fig S1 version 3
	Supp Fig S2 Version 3
	Supp Fig S3 Version 3
	Supp Fig S4 Version 3
	Supp Fig S5 Version 3
	Supp Fig S6 Version 3
	Supp Fig S1 version 3
	Supp Fig S2 Version 3
	Supp Fig S3 Version 3
	Supp Fig S4 Version 3
	Supp Fig S5 Version 3
	Supp Fig S6 Version 3


