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S1.

NMR spectra

S1.1.1 "H-NMR of compound 3

R06-LG-R009-dry.1.fid — BBFO_1H_256 CDCI3 /v prsnmr 1
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$1.1.2 *C-NMR of compound 3
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C NMR (101 MHz, Chlorolorm-d) 8 162.65, 160.10, 137.27, 124.85, 124.76, 121.09, 120.83,
119.37, 113.23, 113,06, 94.70, 73.93, 60.95, 24.13.
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$1.1.3 ’F-NMR of compound 3

F NMR (376 Ml Iz, Chloroform-d) § -110.75.

11075

R0O6-LG-R009-dry.3.fid — BBFO_19F_16 CDCI3 /v prsnmr 1
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$1.2.1 "H-NMR of compound 7

RANVARV AR VY

'"H NMR (400 MHz, Chloroform-d) § 7.44 (d,J— 7.3 Hz, 1H), 7.31 (d, J— 9.1 Hz, IH), 7.11 (d,
J~8.0Hz, 1H), 6.68 — 6.62 (m, 2H), 4.61 (d,J— 6.7 Hz, 1H), 3.78 (s, 3H), 3.27 (t, J~ 12.8 Hz,
1H), 3.20 - 3.12 (m, 1H), 3.04 - 2.96 (m, 1H), 2.72 - 2.58 (m, 5H), 2.55 (d, /= 12.0 Hz, 1H),

2.44 (t,J=11.9 Hz, 1H), 1.69 - 1.52 (m, 4H).
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$1.2.2 *C-NMR of compound 7

N N
13C NMR (101 MHz, Chloroform-d) 8 161.11, 159.08, 158.63, 141.16, 135.53, 134.81, 13475,

130.69, 130.51, 129.81, 122.15, 122.05, 120.97, 120.69, 119.39, 116.72, 110.38, 72.43, 60.93,
59.45,56.21, 55.35, 36.85, 28.52, 27.60, 26.60.

RO6-LG-R022-dry.2.1.1r — BBFO_13C{1H)_1024 CDCI3 /v prsnmr 2
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$1.2.3 YF-NMR of compound 7

"F NMR (376 MHz, Chloroform-d) § -118.10.

-118.10

R06-LG-R022-dry.3.fid — BBFO_19F_16 CDCI3 /v prsnmr 2
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$1.3.1 "H-NMR of compound 8

~-7.26 CDCI3.
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'H NMR (400 MHz, Chloroform-d) § 7.44 (d, J= 7.2 Hz, 1H), 7.31 (d, J= 9.1 Hz, 1H), 7.03 (d,

J=1.8 Hz, 1H), 6.60 — 6.53 (m, 2H), 4.60 (d, J= 6.7 Hz, 1H), 3.29 - 3.12 (m, 2H), 3.04 - 2.95

(m, 1H), 2.66 — 2.52 (m, 6H), 2.44 (t, J = 11.9 Hz, 1H), 1.68 — 1.49 (m, 4H).
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$1.3.2 *C-NMR of compound 8
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""C NMR (101 MHz, Chloroform-d) § 155.15, 141.53, 135.53, 134.83, 134.76, 130.70, 130.55,
130.12, 120.99, 120.72, 117.57, 112.49, 72.52, 60.89, 59.47, 56.19, 36.78, 28.54, 27.62, 26.67.

RO7-LG-R024-3rd-pure.3.1.1r — BBFO_13C{1H}_1024 CDCI3 /v prsnmr 2
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$1.3.3 "’F-NMR of compound 8

F NMR (376 MHz, Chloroform-d) § -118.10.
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S2. Quality control of [PHJOF-NB1

UV signal (reference, co-injected)
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Results radio detector:
- Peak name Rt. Area % Area
1 OF-NB1 7.05 104091.88 99.88
2 7.37 120.13 0.12
Sum 104212.00 100.00

Supp. Figure S1. Quality control chromatogram of [JH]JOF-NBI provided by Tritec. The identity of the raditracer by co-injection
with OF-NB1. Radiochemical purity was found to be >99%. The sample was injected in a HPLC system equipped with a Waters
Sunfire C18 (5 pm), 4.6 x 250 mm HPLC column. The starting mobile phase composition was A: water + 0.05% TFA; B: MeCN
+ 0.05% TFA. The radiostracer was eluted at a flow rate of 1.0 mL/min using the following conditions; 0 min 10% B; 10 - 14.5
min 95% B; 15 min 10% B.



ESI scan (zoomed)

Counts vs. Mass-to-Charge (m/z)

<105 MS peak table of the reference compound
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3 _ m/z Abundance
224 316.10 [*H]OF-NB1 330 5665.78
24 331.2 1164.22
184 332.2 19778.55
164 333.2 5004.78
144 334.1 54751.22
124 335.1 12048.89
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Counts vs. Mass-to-Charge (mvz) 342.2 109.89

Supp. Figure S2. Mass spectrum of the reference compound and [PHJOF-NBI1 after measurement on a LC-MS as provided by
Tritec. The data was recorded on an Agilent LC-MS 6120 (single quadrupole) after eluting from an Agilent Zorbax Eclipse Plus
C18 column (1.8 um); 2.1 x 50 mm. The starting mobile phase composition was A: water + 0.1% TFA; B: MeCN + 0.1% TFA.
The radiostracer was eluted at a flow rate of 0.6 mL/min using the following conditions; 0 min 5% B; 0.2 min 5% B; 4 min 95%

B.



S3. PET imaging of a Wistar rat using ['*F]fluspidine
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Supp. Figure S3. Coronal PET images of ['®F]fluspidine averaged over 90 min in Wistar rats. The brain images are shown for rats
under baseline and blockade conditions (3 and 15 mg of CP-101,606 per kilogram) superimposed on the respecive recorded CT
image. The colour indicates the minimum and maximum standard uptake values (SUVs). The SUV is defined as the accumulated
radioactivity [Bq] per tissue [g] / injected dose per body weight.



S4. Docking overlay
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Supp. Figure S4. Docking overlay of ifenprodil and OF-NBI1 againist the GluN1b/2B receptor (3QEL).
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Supp. Figure S5. Docking overlay of ifenprodil and OF-NB1 againist the o1 receptor (6DK1).



