Data obtained during the analysis of sample FGFR3 KD which targeted m/z ratios potentially corresponding to Tyr- and pTyr-containing
sequences of the kinase domain. In red is highlighted the peptide information presented in Table 2 of the manuscript.

. Tyr z(non- Scores Score Mean
Peptide residue | “P®Y| po4) | PO4 | nonPO4 Y fi Xi (%) x
RPPGLDYSFDTCKPPEEQLTFK 577 4 4 38 | 27 | 68 (MS2) 0'39 0'3 ! 0'27 344 13.60|3.59 | >71 | >72 | >72 | >72
RPPGLDYSFDT 577 2 2 26 | 22 | 37 (MS2) 0}}7 0‘35 0'32 240 (2.64|2.63 | >58 | >62 | >62 | >61
2 2 63 | 45 | 64(MS2) |0.77|0.78 [0.81 [1.29 [1.09 [1.19| 27 | 10 | 19 19
DLVSCAYQVAR 299 3 3 22 | 52 | 47(MS2) |0.46|0.62 (048 |1.30|1.19|1.17| 39 | 24 | 26 29
GMEYLASQK 607 2 2 37 | 37 | 54(MS2) [0.86{0.88(0.85|1.181.28|1.36| 17 | 24 | 29 23
2 2 53 | 70 | 49 (MS2) [0.95[{0.93({0.96|1.38|1.44|1.46
DVHNLDYYK 647 3 3 31 | 31 ] 56(MS2) [0.90]0.89[0.88]1.94|1.84]1.79
DVHNLDYYK 648 2 2 53 | 58 | 49 (MS2) [0.89]0.90({0.90|1.38|1.44 |1.46
DVHNLDYYK 647-648 2 2 29 | 26 | 49(MS2) [0.90{0.92[{0.92|1.38|1.44|1.46
2 / 44 | 27 / 0.95(0.95]1095( / / /
DVHNLDYYKK 647 3 3 28 | 22| 38(MS2) [0.93]0.93(0.93|5.56|6.17|5.37
/ 4 / / 32 (MS2) / / / 15.1416.00|5.90
DVHNLDYYKK 648 3 3 17 | 14 | 38(MS2) |0.89 (091 (0.92 5561617537
DVHNLDYYKK 647-648 3 3 15 | 16 | 38(MS2) [0.94[096(095|" ' '
CTHDLYMIMR 724 / 3 / / 42 (MSA) / / / | 1.82]1.58|1.93|>45 | >37 | >48 | >43
MDKPANCTHDLYM 724 / 2 / / 24 (MS2) / / /[ |1.59 [1.79 | 1.55 | >37 | >44 | >35 | >38
2 2 28 | 29 | 73(MS2) [0.95]{095({094|1.43]1.45]|1.60| 31 | 32 | 39 34
MDKPANCTHDLYMIMR 724 3 3 30 | 20 | 68 (MS2) [0.94]095({0.96|1.90|1.79|1.68| 49 | 45 | 42 45
4 4 21 | 20 | 69 (MS2) [0.77{0.84(0.82|1.68 |1.43|1.53| 47 | 34 | 39 40
VLTVTSTDEYLDLSAPF 760 / 2 / / 39 (MSA) / / / 12.68]2.41]2.90|>63 | >58 | >66 | >62

?: the observed low yield of de-phosphorylation is in contradiction with the results obtained on peptide RPPGLDYSFDTCKPPEEQLTFK in the
second exploratory analysis (see third table below). The selected precursor must have been contaminated by another, non-phosphorylated
species.




Data obtained during a first exploratory analysis of sample FGFR3 KD, which consisted of one FTMS scan followed by one MS2, one MSA

and three HCD scans. In red is highlighted the peptide information presented in Table 2 of the manuscript.

. Tyr z(non- Scores Score Mean
Peptide residue | POV | pog) PO4 nonPO4 Yi ri % (%) X
2 2 50 (MS2) 08810921087 1.15 | 1.17]1.18| 15 | 16 | 17 | 16
DLVSCAYQVAR 599 63 | 53
Q 2 3 42 (MS2) [088]092[087] 130 |1.03|1.11|25 | 3 | 12| 13
GMEYLASQK o . 2 1 T saasay [ [ [1aa [1as[1s0f 19 |22 [ 23 | >22
GMEYLASQK + Metox 2 46 (MSA) 194 |158(1.70| 48 | 37 | 41 | >42
2 2 47 (MS2) |0.94]0.95(094] 1.72 [1.54] 1.70
DVHNLDYYK 647 57 | 59
2 3 42 (MS2) [094]0.95(094] 1.89 [1.72]1.70
2 2 26 | 9 | 52(MSA) |0.95]095/097]10.16]9.33|8.99
DVHNLDYYKK 647-648 | 5 3 16 | 10 | 40(MSA) [095]0.93]0.951027(9.43|8.62
2 2 34 | 28 | 72(MS2) |0.94]095/094] 1.77 | 1.60 | 1.71] 45 | 39 | 43 | 42
MDKPANCTHDLYMIMR 724 3 3 52 | 50 | 51(MSA) |0.96]094(093] 1.78 |1.76 | 1.70| 45 | 45 | 43 | 45
4 4 22 | 21 | 43(MSA) [094]094(097] 1.55 |1.94|1.47| 37 | 50 | 33 | 40
724 2 62 (MS2) 2.83 | 230 2.70 |65 | >57 | >63| 61
MDKPANCTHDLYMIMR + Metox / 3 Pl aoamsay | 1|1 | | 274|247 266|563 | >59 | >62| >61
/ 2 71 7 | 50MS2) | - | - | - | 603 |450/4.94] 83 ] 78 | 80 | >80
RPPGLDYSFDTCKPPEEQLTFK 577
2HDL QLT / 4 /ol | ssems2) [ - | - | - | 3.90 [446|4.07] 74 | 78 | 75 | 575
VLTVISTDEYLDLSAPF 760 / 2 77 | 77Ms2) | - | - | - | 582 520|448 83 | 81| 78 | >81
VLTVISTDEYLDLSAPFEQYSPGGQDTP| ., ; e T
SSSSSGDDSVFAHDLLPPAPPSSGGSR 16 (MSA) el b Lol oo ool 100
VLTVTSTDEYLDLSAPFEQYSPGGQDTP| _ [ ; 1 1T
SSSSSGDDSVFAHDLLPPAPPSSGGSR :




Data obtained during a second exploratory analysis of sample FGFR3 KD, which consisted of one FTMS scan followed by one MS2, one
MSA and three HCD scans. In red is highlighted the peptide information presented in Table 2 of the manuscript.

Peptide Tyr residue | z(PO4) | z(non-PO4) | Scores PO4 | Score nonPO4 Yi I; x; (%) Mean x
4 54 (MS2) 3.7212.17|12.40| 75 | 55 | 60 63
RPPGLDYSFDTCKPPEEQLTFK 577 5 5 17 16 37 (MSA) 0.92(0.94]|0.94 2.65 | inf. |3.86| 64 | 100 75 30
2 65 (MS2) 1.071.02(1.19 7 | 2 | 19 9
DLVSCAYQVAR 599 2 3 65 46 51 (MSA) 0.8410.85(0.80 09412311001 o |21 | 10 10
GMEYLASQK 607 / 2 / / 54 (MS2) / / / 1.261.28 [1.17|>21|>22|>15| >19
GMEYLASQK + Metox 2 53 (MSA) 1.21(1.17(1.23|>17 |>15|>19| >17
2 2 56 54 48 MSA) [0.94|0.94|1095(1.49|1.40|1.39
DVHNLDYYK 647 3 3 32 | 26 45 (MS2) 0.9210.93(0.93|1.79|1.96|1.84
DVHNLDYYK 648 2 2 51 52 48 (MSA) |0.88|0.86(0.86(1.49(1.40(1.39
2 53 (MSA) 7.7719.93|7.76
DVHNLDYYKK 647 3 3 15 20 39 (MSA) [0.94|0.94|094|7.46|8.74|7.34
4 20 (MSA) 9.42]8.13|8.31
2 2 34 32 67 (MS2) 0.97/1.00[0.96|1.54|1.37|1.61| 36 | 27 | 39 34
MDKPANCTHDLYMIMR 724 3 3 31 34 50 (MSA) 094094093 |1.55|1.44(1.67| 37 | 32 | 42 37
4 4 29 22 47 (MSA) |0.95/0.94(0.96(1.43[1.59[1.48| 31 | 39 | 33 34
2 50 (MSA) 2.121.74|1.97 | >53 | >43 | >49 | >48
MDKPANCTHDLYMIMR + Metox 724 / 3 / / 46 (MS2) / / / 1.9311.6711.89 | >48 | 40 | >47| >45
PANCTHDLYMIMR 724 / 3 / / 53 (MSA) / / /| 1.15]1.371.31|>13|>27|>23| >21
VLTVTSTDEYLDLSAPF 760 2 2 49 38 73 (MS2) 1.00{1.00|1.00| inf |7.36|3.75|100| 86 | 73 86
VLTVTSTDEYLDLSAPFE 760 / 2 / / 44 (MSA) / / / | inf |4.10|3.88| 100 [>76|>74| >83




