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Supplementary Figure S1

K b
L, H Y,
} 2o, %O ®
% i by b
K V‘OMJ x " b VMJ%\?VA\Q\O
k 2 «AV, S \~\\»\ m,.\~\ (4
%\zﬂ. va /v»mv OW\ %
H b e, 2y, 2 TNO®©OTNO O
V% %V,A\\v\ \\~\\v -~ oOooo
f A vo»% \\N\\VO 0) uoisseidxe |ej0} PaSIBWION
_ o2y 0 |3 x
V,\ mvv,\A\\v\@ W
Sowosao M |0 H B
- -0 o oo V) + &
uoissaldxa |B]0] pasIfeuwloN H )
! ! N
H b My, | T
- b, - b, Mo % | Z
%A\ %A\ © N © < O wa \»\O 3
7 @7 - - o o ¢ | O
H %, 20 H 206,79 2
H M\b& " V%b@ uoisseidxa |B)0) PasI|BWION ¥
o, Ox —
H ol 1 %70,%,
3 . J
H “0, b e * 19,80, b % <
bxle 4,2 N7 f b b p
RO ! % MY N 3 R
— VV\ /X@V\A\\vo \V\O < NO«.W@\?VMJ \V\O L H V%ma% . VHWJQ,O ke = N V,@b@x
- b 2y, f Ny Al | Qo bo, JE %, bo
%, mw,,\e\v\,o < x,eox,eo\o 5 o v&s @\\vv\v\o@e\v Z¢ H ol %o@%
tNooowNo M, 6 “oxevxao O & Nowoxao OV DG Vo N, %y,
-~ ~~—-~oocoo O 0 -~ ~-~ooco o - ~-~o0oo oo F b T8 7
+ + + o+ S b, O %
uoIssaldxa [B}0} PasI[ewIoN uoissaldxa |B)j0) pasijeWIoON uoissaldxa [e)0} pasijewION i % 9 ,?A\\V\Q
Co &
o o o)) H VMJ&W\,V\ A\\V\Q
(2
S— 0 %
TANO WO NO
H “Sp, T2233833
H Q VWWA\\V uoissaidxa [ej0} pasijewoN
= INCIEL) —
ee,
9 =
B bt %
H 7 A\\v\ Vo, N, H va ,\xv‘
&JV,O \O \O 1 V%\ H V%NQ V%V
H Q& VWWA\\V F vm%@«x ] %\b& 6, ,\/X%\
— Zo, ,ﬁwo j 5005, $ W@, o e,
H Q, QM s H b, & 3 5, Yo, N, S
~o /\vve ® ¥ B0 6 A, 5y _ NN
H by B 3 = 7 & g 14,20 My | « £ " & 5o, 4y
%A\ o Vw. - ’ W S V4 %V,A\\v\ Ol & € Vs \,\ \V\Q
TNO©BQTNO o\o\v\woeo\om tNonoTNo O % 5§ domewwo \v@o\eoo 28 sqomavao M,
-~ OO0 O0O [0) - O0OO0O0O0O + - -0 0O oo \0 @D -~ ~+~0OO0OOOo O
uoissaidxe B)0) pasijeWIoN + uolssaldxa B0} PaSI[euIoN uoissaldxa [B]0} PasI[eWLION + +  UoISSaIdxa [B}0} POSIEWION
© T — <

Figure S1. The total expression levels were not significantly different among the studied GluN subunit combinations.

(a) corresponds to Fig. lc; (b) corresponds to Fig. 2¢; (¢) corresponds to Fig. 2d; (d) corresponds to Fig. 3c; (e) corre-
sponds to Fig. 3d; (f) corresponds to Fig. 4a; (g) corresponds to Fig. 4b; (h) corresponds to Fig. 5b; (i) corresponds to Fig. 5d;

(j) corresponds to Fig. 6d; (k) corresponds to Fig. 6j. (p>0.05; ANOVA).
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Figure S2. The correlation analysis of surface expression of the mutated GluN1/GluN3 receptors. (a) Correlation of relati-
ve surface expression shown in Fig. 2d with the ECs; values for glycine reported in the following studies: GluN1 (reported ECs
value at the GIuN1/GluN2A receptors was 1.2 uM); GluN1-A714L mutation (reported ECs, value at the GluN1/GluN2A recep-
tors was 27 pM); the GluN1-F484A mutation (reported ECs, value at the GIuN1/GluN2A receptors was 3100 uM); the GluN1-
T518L mutation (reported ECs, value at the GIuN1/GIuN2A receptors was 6400 uM) '; the GluN1-D732A mutation (reported
ECjs value at the GluN1/GluN2B receptors was 7284 uM) . (b) Correlation of relative surface expression from Fig. 2d with
the t,, of desensitisation (1000 uM glycine) shown in Fig. 2f. (¢) Correlation of relative surface expression shown in Fig. 2d with
the ECs, values shown in Table 1. (d) Correlation of relative surface expression shown in Fig. 2d with the relative surface
expression shown in Fig. 3d. (e) Correlation of relative surface expression shown in Fig. 3d with the ECsy values shown in

Table 1. The calculated coefficient of determination (R?) is shown in each graph.
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Figure S3. The pharmacological analysis with CGP-78608 at the GluN1/GluN3A receptors. (a) Representative whole-cell
patch-clamp recordings from HEK?293 cells transfected with the indicated wild-type or mutant GluN1-4a/GluN3A receptors at a
membrane potential of -60 mV. Currents were elicited by applying 10,000 uM glycine; 0.5 pM CGP-78608 was applied as indi-
cated. (b) Summary of current densities (pA/pF) obtained from the HEK293 cells expressing the indicated GluN1-4a/GluN3A

receptors (n>6 cells per group).
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Figure S4. Chronic application of glycine does not affect the surface expression of wild-type or mutant GluN1/GluN3A
receptors. COS-7 cells were transfected with the indicated rat (a) or human (b) GluN1 and GIuN3A subunits. The cells were

then incubated for 48 h in the absence or presence 100 pM or 1000 uM glycine, after which surface and total subunits were mea-

sured using fluorescence microscopy (n=32 cells per group); *p<0.05 vs. the respective GluN1-4a/GluN3A (a) or hGluN1-4a/
hGIuN3A (b) receptor group (ANOVA).
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