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Supplementary Fig. 1A-E. Mass spectrometry of the C-terminal tail of MOPr.

Examples of mass spectrum of the tryptic digest derived from MOPr expressed
in cells incubated in the presence or absence of morphine or DAMGO. The

pSerine363 and pThreonine370 spectra were from non-stimulated cells.
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Sup. Fig. 2
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Supplementary Fig. 2. Inhibition of (A) CaMKII- or (B) PKC-induced phosphorylation of GST
fusion proteins of MOPr with the selective CaMKII inhibitor KN93 or the selective PKC inhibitor
GF109203X (each 10 uM), respectively. For (A) and (B) the top panels are autoradiographs of
phosphorylation whilst the lower panels show the amount of protein loaded. Note that GF109203X
was unable to inhibit CaMKII-induced phosphorylation whilst KN93 was unable to inhibit PKC-
induced phosphorylation of the fusion proteins. The experiment was repeated on one further
occasion with the same result
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Supplementary Fig. 3. Concentration-dependent interaction of arrestin-2 and -3 with a GST
fusion protein of the COOH terminus of MOPT in vitro. Different amounts of (A) purified arrestin-2
(n=3) or (B) purified arrestin-3 (n=4) were incubated for 2.5 h with GST alone or with the GST
fusion protein of the COOH terminus of MOPr. The results are shown as a % of 250 ng arrestin
binding to the MOPT fusion protein. Left-hand panels show representative experiments whilst
right-hand panels show bar graphs for data from 3 or 4 independent experiments. Values are
means +/- S.E.M.
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Supplementary Fig. 4. Time-dependent interaction of arrestin-2 and -3 with a GST fusion protein of the
COOH terminus of MOPTr in vitro. (A, B) Purified arrestin-2 (250 ng) and (C, D) purified arrestin-3 (250
ng) were incubated for varying lengths of time with GST alone or with the GST fusion protein of the
COOH terminus of MOPr. The results are shown as a % of arrestin binding to the MOPTr fusion protein
after 30 min. Left-hand panels show representative experiments whilst right-hand panels show bar
graphs for data from 3 or 4 independent experiments. Values are means +/- S.E.M.



