Raw numerical data

Fig. 1A : human B2R

Cold competing peptide—> BK MK MK-des-Arg

Cold competitor concentration,

1nM 99.24 | 86.44 | 82.74 | 77.98

10 nM 44.19 | 28.52 | 24.58 | 33.80 | 106.06 | 102.09 | 98.39 | 90.20 | 102.84 | 99.66
100 nM 3.45 2.31 244 | 2.76 100.44 | 92.52 101.79 | 85.37 | 103.86 | 99.82
1uM .96 .29 .09 .05 88.96 |91.24 | 72.37 |95.93|99.73 | 90.19
10 uM 61.30 |37.41 |35.73 | 85.10|96.75 | 107.47
Fig. 1B : rat B2R

Cold competing peptide—> BK MK

Cold competitor concentration,

1nM 85.75 | 101.90

10 nM 71.78 | 70.20 87.22 | 86.86 | 77.47

100 nM 9.20 |6.81 57.60 | 59.09 | 50.58

1uMm 0.00 | 0.27 2.13 | 13.51 | 13.19 | 13.91

10 uMm 2.13 2.38 1.81




Fig. 2A, 2B : human, rat B2R

species=> | human rat

agonist-> | BK MK BK MK

time (s) 1

0 .99 .98 .98 .92 .93 1.01|1.05|1.00|1.05] .95 91 1.08 | .97 1.01 | .95 91 .97 1.08
5 .98 1.04|1.05|1.04 | 1.02 .96 1.00 | .93 .99 .97 91 .89 1.04 | .99 1.08 | .91 1.0 .95
10 1.03|.98 |.98 | .98 (105 |(1.03|.98 |1.11|.96 |1.08|1.01|1.08|.91 |.97 |.97 |1.08|.99 | 1.00
15 .86 | .95 |.99 |1.05] .96 1.02(.97 |97 |120(109|1.17|.96 |[1.05|.99 |.93 |1.10|1.02|.97
20 1.09226(295(132(111 |98 |.96 |1.00|4.01|231|335|236|1.79|194|.95 |.96 |1.71|1.23
25 6.02|5.21|9.16 |82 |1.12 |[105|1.04|1.16|6.34|496 |4.70|7.50|3.13|3.14 594 |6.19|7.51|2.71
30 5.15|4.27 797 |7.24|118 |111|1.08|1.11|561|5.11|5.23|7.71|3.12|2.80|5.79|5.51 | 6.57 | 2.95
35 434|384 |733|6.5 |1.085|1.18|1.02|1.09|4.60|4.24|5.14|6.34|2.67|299|4.35|4.82 527|276
40 392|362|576 (546|121 |114|1.07|1.18 448 |3.733.92|6.24|2.45|2.63 |4.40|4.59 |4.48 | 2.56
45 3.85|3.24|552|486|124 |118|1.11|{1.09|3.91(3.33|3.64 (495239267 |4.01|4.18|4.31|2.54
50 3.58|3.13|5.14 445|138 |[122|1.15(1.19(3.85|3.80|3.21|3.94|2.09|2.22|3.34|3.49|3.75|231
55 3.19|3.02|464|419|139 |[128|135(1.24(3.39|3.45|298|4.15|1.88|2.45|3.22|3.26 |3.82 | 2.37
60 3.08|291|446|4.47|132 |[133(1.27(1.29(3.02|3.10(3.24|4.17|1.82|2.17|3.25|3.04 | 3.57 | 1.96
65 3.13|12.81|431|2.07|143 |13 |124(145|334(3.19(3.21(336(199(1.79|3.11|3.14|3.40|2.24
70 2.85|2.85|4.12|3.84|148 |[136|1.26|1.42|3.15|2.66 292|253 |1.90|2.03|3.22|3.00|3.15|1.77
75 3.08|2.65|4.15|346|147 |154|129|146|3.26 272|293 |3.50|1.79|2.04|293|2.52|3.19|1.79
80 3.15|2.62|4.09 339|131 [137|136|146(289 (273|242 |3.26|1.66|1.71|2.78|2.60|3.10|1.75
85 2.89|2.67|391|338|149 |[152(132(139|3.06|271(285(3.29|166|1.71 263|233 |3.11|1.70
90 252|248 |4.08|3.19|146 |144|137 (148|296 281|264 |3.26|1.66|1.80|2.59|2.72|3.26|1.76
95 259|244 |352|269|149 |161|1.24|159(3.01|277|225|298|1.61|1.64|2.44|238|3.03|1.72
100 273 1231|357 |3.07|147 |152|139|1.47|3.08|252|259|3.07|1.55|1.80|2.28|2.70|2.71|1.58
105 2.4512.29|333|288|149 |154|135(139(239|231|2.26|282|1.50|1.72|250|2.54|2.78|1.67
110 231|2.16|341|286|148 |155|132(150(282(240(224|291|1.46|1.69|2.28|2.63|2.57|1.61
115 2411218 |3.31|269|157 |[145(139 (135|273 |245|232|2.62|1.52|1.64|2.56|2.28 | 2.58 | 1.65
120 2390221329 |256|138 |15 [136|1.41|263|210|256|2.82|1.43|1.66|2.37|2.36|2.50|1.63




Fig. 2B : MRGPRX2

agonist-> | compound 48/80 | MK 100 nM MK 1 puM MK 10 uM

time (s) 1

0 1.00 .98 |.88 |104|1.03|.97 (.97 |.99 |1.01|1.01]|1.10|1.04
5 99 .99 |99 |.98 |92 |1.00|1.00|.96 |1.01|1.00]1.03]|1.02
10 96 (105|108 |104|.95 |.96 |[1.02|.94 |101|.99 |.98 |1.05
15 - 99 |[103|106|108|100|.97 |.99 |.95 |.96 |.98 |1.05
20 1.17 | - - - - - - - 71 | - -
25 136 (165|142 |.84 [103|.94 |.77 (.85 (.83 |.77 |.98 |1.00
30 134171133 |.88 |95 |93 |83 (90 (.84 |.85 |1.17|1.08
35 134|148 |157|.93 [102]107|.81 |.90 |.81 |.98 |1.13|1.05
40 135|156 |150|.88 |.98 [109|.86 |[1.04|.88 |1.01|1.19|1.14
45 129|148 |140|.94 |98 |102|.88 |104|.76 |1.04]|1.15]1.12
50 132141129 |.96 |[.98 |104|.93 |.99 |.74 |1.07 122|117
55 125|142 (135|101|.99 |103|.83 |[102|.95 |1.01]1.13]1.17
60 123132126 |.96 [101|100|.86 |1.04|.83 |.94 |1.05]1.19
65 1.19(130(138|.93 [102|.95 |.88 |[1.11|.83 |.94 |1.04]1.05
70 122116133 |.98 [106|1.10|.83 |1.02|.85 |.97 |1.00]| .99
75 118|118 132|.99 [106|106|.85 |1.11|.84 |.91 |1.01]1.09
80 1.09|130(117(101}101({100|.94 (107 .92 |.99 |.98 |1.00
85 1.18 116|127 |.95 [101|108|.88 |1.00|.99 |.89 |1.04| .96
90 11612112395 [103|103|.90 |100|.77 |.87 |.93 |.99
95 1.14|1110|1.21 (105|104 |.98 (.85 |1.07|.92 |.88 |.94 | .98
100 1.08|113|131|101|106|1.11|.88 |[1.06|.86 |.96 |1.03|1.06
105 1.15|115(120|103|.99 |103|.92 [102].96 |.93 |1.03].99
110 1.05|113|121}.97 [101]105|.92 [103|.81 |.94 |.99 |.99
115 110|108 |124|.92 [109|101|.86 |[1.10|.90 |.90 |.97 |1.00
120 1.15| 116|117 | 106 | 1.00 | 1.07 | .92 |1.08|.96 |.93 |190 ]| 1.03




Fig. 3A

BK
Replicate 1 2 3 4 5 6 7 8 9 10
no. ->
4 Log
[molar
conc.]
-9.030 73.500 155 0.0 0.8 1.0 8.5 1.2 714 15
-8.480 73.500 20.7 3.8 40.0 39.8 14.1 79.3 82.1 67.2
-7.900 85.700 37.9 21.0 45.0 69.4 25.0 79.3 92.9 76.3
-7.440 89.800 51.7 34.2 61.7 79.6 51.6 81.9 96.4 80.9
-6.880 91.800 62.0 53.3 81.6 85.7 79.7 89.2 100.0 87.8
-5.970 100.000 69.0 83.8 98.3 100.0 79.7 96.4 100.0 96.2
-4.980 100.000 100.0 100.0 100.0 100.0 100.0 100.0 100.0 100.0
MK
-8.793 0.00 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
-8.210 0.00 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
-7.752 6.50 0.0 0.0 5.5 11 0.6 1.0 0.0 0.0 0.0
-7.197 25.80 30.0 20.8 18.2 68.9 71.7 80.2 9.5 47.1 43.9
-6.282 54.80 70.0 77.6 43.6 88.9 86.2 88.3 81.6 70.6 70.7
-5.292 93.50 95.0 95.5 69.1 97.8 96.2 97.5 98.0 88.2 95.1
MK-des-Arg
-7.719 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
-7.165 0.0 0.0 0.0 0.0 0.0 0.0 0.0 0.0
-6.249 71.3 10.4 0.0 20.7 0.0 0.0 0.0 0.0
-5.259 71.3 45.8 15.7 20.7 0.0 1.1 22.2 2.6




Fig. 3B: left, time course

agonist—> BK MK

time (min)

0 0 0 0 0 0 0 0 0 0 0

1 66.1|159|79.2|78.0| 1.8 1.7 3.3 0 4.8 1.8
2 98.359.1 (958983399 |10.2|6.7 |2 47.6 | 43.6
3 100 | 95.5| 100 | 100 | 98.8 | 49.2 | 20 14 | 100 | 89.1
4 98.3 | 100 | 95.8 | 94.8 | 100 | 100 | 73.3 | 100 | 97.6 | 96.4
5 96.6 | 95.5 | 83.3 | 74.6 | 97.6 | 100 | 100 | 100 | 97.6 | 98.2
6 949 | 88.6 | 83.3 | 72.9|96.4 | 85.6 | 100 | 100 | 95.2 | 98.2
7 91.5|84.1 |75 644195 |71.2 |80 100 | 94.0 | 100
8 88.1 773 |78 |57.6|88.1|559 80 98 |94.0|96.4
Fig. 3B, right, Enax

agonist—> | BK MK

Emax (8)

2.89[1.29]1.03].92

327[137]213]1.14].91] 1.19




Fig. 3C : left, MK: receptor antagonists

control
Replicate no. > 1 2 3 4 5 6
J Log [molar conc.]
-7.752 0.000 0.0 0.0 0.0 0.0 0.0
-7.197 0.700 13.3 31.6 10.7 25 0.9
-6.282 75.400 75.0 78.9 68.0 51.9 72.4
-5.292 94.200 95.3 96.1 85.3 91.3 87.9
icatibant
-7.752 0.00 0.0 0.0 0.0 0.0
-7.197 0.00 0.0 0.0 0.0 0.0
-6.282 0.00 0.0 0.0 0.0 0.0
-5.292 0.00 0.0 0.0 0.0 40.5
pyrilamine
-7.752 0.0 0.0 0.0 0.0 1.1
-7.197 2.7 25.3 66.7 4.5 75.0
-6.282 83.6 79.1 87.5 59.1 89.8
-5.292 88.4 94.5 95.1 84.1 97.7




Fig. 3C : right, histamine

control
Replicate no. > 1 2 3 4 5 6
J Log [molar conc.]
-6.523 0.800 1.0 37.5 10.4 2.9 0.0
-5.886 45.300 28.8 53.1 15.1 70.6 2.0
-5.367 65.600 57.6 71.9 58.4 82.4 60.0
-4.845 82.800 73.1 81.3 1.7 88.2 75.0
-3.942 97.700 94.2 90.6 94.3 100.0 94.0
-2.953 100.000 100.0 100.0 100.0 100.0 100.0
-2.386 100.000 100.0 100.0 100.0 100.0 100.0
icatibant
-6.523 1.30 0.6 0.0 0.0 25.6
-5.886 35.80 2.9 2.0 36.1 67.4
-5.367 76.90 62.7 58.8 50.0 79.1
-4.845 89.70 76.2 70.6 72.2 88.3
-3.942 97.40 95.3 94.1 94.4 97.7
-2.953 100.00 100.0 100.0 100.0 100.0
-2.386 100.00 100.0 100.0 100.0 100.0
pyrilamine
-6.523 0.0 0.0 0.0 0.0 0.0
-5.886 0.0 0.0 0.0 0.0 0.0
-5.367 0.0 0.0 0.0 0.0 0.0
-4.845 0.0 0.0 0.0 0.0 0.0
-3.942 0.0 0.0 0.0 30.0 125
-2.953 67.3 81.8 95.5 100.0 65.6
-2.386 100.0 100.0 100.0 100.0 100.0




Fig. 3D: MK, peptidase inhibitors

Replicate no. -

10

12

14 15

16 17

J Log [molar conc.]

control

-7.752 1700 00 0.0 00 00 00 0.0 125 00 0.0 0.000 0.000 0.000 0.000 0.000 0.000 3.000
-7.197 46.700 36.8 53.8 14.7 246 9.1 16.2 12,5 43.9 34.0 23.700 29.600 0.000 60.800 2.500 1.800 64.200
-6.282 85.000 76.3 73.8 68.1 64.6 53.2 77.4 75.0 65.9 70.0 57.900 77.800 45.600 80.300 70.400 82.100 91.000
-5.292 90.000 94.7 90.8 88.6 86.2 81.8 93.5 925 92.7 82.0 84.200 88.900 82.500 94.100 93.400 80.400 97.800
Replicate no. > 1 2 3 4 5 6
bestatin + puromycin
-7.752 0.00 0.0 0.0 1.9 0.0 0.0
-7.197 0.00 12.5 325 61.5 83.0 9.4
-6.282 40.00 438 75.0 84.6 83.0 56.3
-5.292 80.00 93.8 90.0 92.3 94.6 85.9
EDTA
-7.752 20.6 0.0 0.0
-7.197 33.0 28.8 8.4
-6.282 84.5 63.0 61.1
-5.292 94.8 91.8 93.4
leupeptin
-7.752 0.0 0.0 0.0 0.0 0.0 0.0
-7.197 20.5 0.0 48.4 54 58.5
-6.282 56.4 54.7 38.8 76.9 73.2 75.6
-5.292 82.1 92.6 76.1 90.1 92.0 95.1
E-64
-7.752 0.0 0.0 4.8 0.0
-7.197 20.0 81.3 40.5 2.2




-6.282 66.7 88.8 81.0 71.0
-5.292 90.0 96.3 95.2 89.9

Pefabloc SC
-7.752 1.7 0.0 0.0 3.0 0.0
-7.197 22.0 21.7 30.1 32.8 34.1
-6.282 86.4 78.3 79.5 79.1 85.3
-5.292 96.6 93.5 82.2 95.5 97.7




Fig. 7A: dose-response curves: AMAP, MK

Dose fmol/kg—> | O 11 46 184 | 734 | 2770

control 4873 |21,4|36,8|48,9|62,3
46|79 |15,2|34,0|48,1| 60,6
19|20 |12,6 |23,0|34,1 51,9
0853 |13,5(33,1|37,7|52,0
30|57 |255|48.8|49,1| 69,8
2,7 18,3 16,7 | 47,0 | 35,7 | 47,1
1,549 |22,7|34,7|436|61,1
2,290 |18,3|42,6 |63,4| 62,8

icatibant 23|59 |64 |10,0]| 28,4 | 409
6,758 |81 |98 |370]|374
2,877 |49 |54 |10,8] 23,7
14113 |30 |29 |60 |16,3
4143 (3,8 (48 |10,2| 33,0
3028 |38 |45 |16,9 29,5

enalaprilat 1,9 19,2 | 16,0 | 40,9 | 55,9 | 66,9
2,157 |17,8|39,3|47,7| 73,8
04|98 |17,8|35,2|55,7|61,2
3,3/53 |11,1| 26,0 | 46,1 | 60,0
0,0(3,4 |16,0| 28,7 | 35,9 | 50,2
30|48 |15,7 295|424 | 54,1

pyrilamine 4,4 111,01 22,5|40,4 | 44,2 | 47,6
40157 |21,0|22,6| 34,9 40,8
03|66 |57,0|38,9 34,6355
06|74 |27,01]40,1|70,7 | 67,6
2,499 |14,8|56,2|59,8|59,3
5,6 | 15,7




Fig. 7B

antagonist—> control pyrilamine
agonisty,
BSA vehicle -1.6 -3.2
7.4 6.2
1.7 3.9
2.3 1.7
1.3 57
1.1 15
0.7 0.6
1.9 3.5
1.6
2.2
histamine 56.9 10.6
46.2 43.2
40.0 19.2
21.6 5.3
38.4 15.5
38.7 25.3
47.2 43.6

155




Fig. 7C : dose-response curve: AMAP, BK

Dose fmol/kg—>

0

24

94

378

1510

6040

replicates—>

4,2
0,1
4,4
2,8
4,5
2,6
1,6
5,0

3,8

4,8
4,1
5,9
4,9
3,7
6,2
2,8
3,8
7,3

5,2
10,9
12,5
4,7
6,1
5,2
5,4
8,1
10,6

10,2
17,0
21,9
12,3
9,8
7,1
10,6
9,1
14,8

17,5
57,3
31,0
26,1
26,9
14,5
22,9
25,5
22,1

28,4
82,3
36,4
32,0
28,8
21,1
42,6
32,1
65,8

Fig. 7D : t;/, recovery

agonist=>

BK

MK

Dose fmol/kg—>

24

94

378

1510

6040

11

46

184

734

2770

replicates=>

111
7.1
7
5.9
7.8
9.7
5.9
5.7
7.7

10.2
10.2

9.8
9.6
7.5
10.9
10.0
11.8

12.8 | 13.8

12
9.2

12.9
11

10.6 | 11.4

111
9.5
19.1
7.8
8.9

12.3
10.0
20.6
15.2
16.8

15.4
18.6
13.7
13.4
15.3
10.7
30.9
14.9
18.2

9.1
10
5.5
9.1
11.1
10
11
15.4

13.23
13.2
13.4
21
22.9
12.7
24.3
39.9

46.7
16.8
15.6
24.7
35.9
14.9
207.2
26.5

83.2
53.5
31

41.3
52

38.3
23.3
36.5

293.8
219.8
76.8
136.3
221
107.6
186
114.6




Fig. 7E : tachycardia

agonist—> BK MK
Dose fmol/kg—> | 0 | 24 94 378 | 1510 | 6040 | O 11 46 184 | 734 2770
replicates—> 0|0 4.1 149|241 (43.2 |0 4.9 32 44.4 | 44.2 445
0113199271264 (261 |0 0 10.1 | 60.5| 71.1 62.8
00 9.5 11.6 | 245 [ 65.7 |0 7.7 209 | 47.3 | 46.2 65.5
0|59 |269(253|37.1 (832 |0 0 12 19.8 | 359 | 36.8
0|0 223 (543|668 |104 |0 129 16.3 319 |75 60.7
00 9.8 13.4 551 ({921 |0 0 14 3211|175 48.7
00 0 0 8.3 0 0 19.7 | 21.1 | 76.7 | 120.7 | 81
00 3.5 204 139.2 {498 | O 1.6 20.6 | 67.9 | 111.7 | 68
0|0 81 |145|37.5 | 36.9
Fig. 8 : hypotension
BSA BK MK
control icatibant control icatibant control icatibant
0.5 -0.7 34.9 7.5 57.2 57.2
1.0 1.1 32.6 21.4 59.9 59.9
0.5 2.8 44.7 21.9 51.9 51.9
1.1 -1.5 32.8 5.4 45.7 45.7
-1.6 2.7 39.5 13.1 69.6 69.6
1.8 -1.8 32.1 8.8 38.3 38.3
-1.1 43.0 58.6 58.6
0.4 43.1 58.0 58.0




Fig. 8 : vasodilation

BSA BK MK
control icatibant control icatibant control icatibant
0.5 1.3 3.8 0.4 7.2 0.8
-0.3 0.0 5.1 15 7.6 1.6
-0.7 0.2 4.8 0.0 4.7 0.4
0.3 0.2 6.0 0.4 11.6 1.0
0.1 -0.6 5.6 14 9.3 1.6
0.5 0.5 4.9 0.4 4.1 0.1
-0.2 3.9 9.0
1.1 6.1 10.3
Fig. 8 : tachycardia
BSA BK MK
control icatibant control icatibant control icatibant
0.0 0.0 37.0 2.6 61.0 0.0
1.5 0.0 39.9 5.8 56.3 5.6
1.2 4.0 7.6 0.0 0.6 14.8
3.4 1.3 25.3 8.8 70.1 9.9
0.0 0.0 35.7 19.6 68.2 10.4
0.0 0.0 37.2 9.5 39.9 0.0
0.0 44.1 54.6
0.0 22.2 34.0




