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Supplementary Figure 1. ERK is constitutively modified on T181 Dhb. Extracted ion chromatogram (XIC) of the precursor ion
(first three isotopes, z=3) for the ERK peptide 173-191 in HelLa cells non stimulated (NS) or infected by the wild-type Shigella
(WT) or the mutant for the ospF gene (AospF) for 2 hours. We separately report the signal for the non modified (top), the peptide
carrying a Dhb modification on T185 (middle) and the peptide carrying a Dhb modification on T181. Of note, the peptide Dhb 185
and Dhb 181 have the same precursor masses but different retention time. Overlap of the XIC signal of the non modified, Dhb 185
and Dhb 181 of the peptide 173-191 in the sample WT, showing the difference in intensity and retention times of these three

forms.



MEF cells TC7 cells

NS PMA WT AospF NS PMA WT AospF
> - ERK-Dhb T am——
-— -~ ERK-Dhb
- ERK -
e —  — D __. s P-ERK
—— — —

Supplementary Figure 2. ERK-Dhb detection in various cell types. MEF and TC7 cells were stimulated with PMA for 60
minutes, or were infected by the wild type Shigella (WT) or the mutant for the ospF gene (AospF) for 60 minutes. “*” indicates
non-specific bands (not OspF-dependent). The arrow designs the specific band.
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Supplementary Figure 3. The detection of ERK-Dhb is strictly dependant on OspF catalytic activity. HeLa cells lysates left
untreated (NS), stimulated with 1 pg/mL of PMA or infected with the wild type Shigella (WT), the ospF mutant (AospF), or the ospF
mutant transformed with a pUC18 plasmid allowing the expression of OspF (AospF-pOspF) or the catalytically inactive form of

OspF (AospF-pH104L) for 60 minutes. “*” indicates non-specific bands (not OspF-dependent). The arrow designs the specific
band. The arrow designs the specific band.
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Supplementary Figure 4 Immunoprecipitation of endogenous ERK showed Dhb formation in a OspF-dependant manner.
Immunoprecipitation performed with an ERK antibody in HeLa cells non treated (NS) or infected by the wild type Shigella (WT) or
the mutant for the ospF gene (AospF) for 60 minutes. “*” indicates non-specific bands (not OspF-dependent). The arrow designs
the specific band.
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Supplementary Figure 5 Detection of p38-Dhb. Immunoprecipitation was performed with a flag antibody in HelLa cells
transfected with a pcDNA-flag-p38 construct, then stimulated with PMA for 60 minutes, or infected by the wild type Shigella (WT)
or the mutant for the ospF gene (AospF) for 60 minutes.
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Supplementary Figure 6. Subcellular localization of ERK-Dhb. Nuclear or cytoplasmic lysates of HelLa cells non stimulated
(NS), stimulated with PMA for 60 minutes or infected with the wild-type Shigella (WT) or the ospF mutant (AospF) for different
durations. “*” indicates non-specific bands (not OspF-dependent). The arrow designs the specific band.
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Supplementary Figure 7 — The 170kDa ERK2-containing complex is stable Whole cell extracts of HeLa cells transfected with
a pcDNA-flag-ERK2 construct, then infected by the wild type Shigella (WT) or the mutant for the ospF gene (AospF) for 60
minutes, lysed in 8M Urea, 2,5% p-mercaptoethanol, and treated when indicated with DTPA, a strong chelating agent, at
concentrations of TmM or 25mM.
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Supplementary figure S8: Western blots using the anti Erk-Dhb antibody. (a) is
related to Figure 2D and (b) to Figure 2C.



PEPTIDE INTENSITY
PROTEIN PEPTIDE MODIFIED SITES
Pre-immune Serum (S) NS wr BospF
Proteins Protein names Gene names Sequence mc Mass start End i ins)|  Charges PEP Score n n2 n n n2 n n n2 n n n2 ng [ Denvirated(sT)site | Phospho (STY) site
28482 [Mitogen-activated protein kinase 1 MAPKI [AAAAAAGAGPEMVR o 12836297 2 15yes 2 7,13 6,98 8,07
27361 [Mitogen-activated protein kinase 3 MAPKS 012105691 2 T5yes 2 712 812
[P27361 [Mitogenactivated protein kinase AP [ALDLLDR 4,45087] 303 9ves 2 7,50
P28482,p27361 protein kinase 1, Mitog MAPK3 [APEIMLNSK 3 2 7,25 7,97
[P27361 [Mitogen-activated protein kinase AP} 6 2 7,93]
28482 Mitogen-activated protein kinase AP! DLKPSNLLLNTTCDLK 4 7,56 6,70 8,20
[P28482;p27361 g protein kinase 1,Mitog: MAPK3 DVYIVQDLMETDLYK 4] 6,74 6,46|
[P28482;P27361 d protein kinase 1 KL;MAPK3 DVYIVQDLMETDLYK 6,67
28482 [Mitogen-activated protein kinase 1 MAPK: ELIFEETAR 7,60
[P28ag2 [Mitogen-activated protein kinase 1 MAPKL FDMELDDLPK 7,28|
[P27361 [Mitogen-activated protein kinase AP FOPGVLEAP 2 7,51
p28i52 Mitogen-activated protein kinase AP 4 7.35]
[P27361 [Mitogen-activated protein kinase AP} FRHENVIGIR 23 7,75
27361 Mitogen-activated protein kinase AP! (GQPFDVGPR 2 7,79
[p28as2 [Mitogen-activated protein kinase AP (GQVFDVGPR 2 777
28482 [Mitogen-activated protein kinase 1 MAPKL HENIIGINDIIR 3 713
27361 [Mitogen-activated protein kinase 3 MAPK3 JADPEHDHTGFLTEYVATR 23 7,34 7,33 814 1202
28482 [Mitogen-activated protein kinase 1 MAPKL IEVEQALAHPYLEQYYDPSDEPIAEAPFK o 3 7,01 638
[P28482,27361 i d protein kinase L\ MAPKS TSPFEHQTYCQR 23 6.6 87
2848227361 protein kinase 1,Mitog IMAPK3 ISPFEHQTYCQRTLR 7,21
284 Mitogen-activated protein kinase AP LKELIFEETAR 7.2
27361 [Mitogen-activated protein kinase AP! LKELIFQETAR 7,79
[p28482 Mitogen-activated protein kinase AP MLTFNPHK 7,09 7,01 7.02|
28482 [Mitogen-activated protein kinase 1 MAPKL MLTFNPHKR 2 7,07
27361 [Mitogen-activated protein kinase 3 MAPK3 MLTFNPNKR 2 7,60
28482 [Mitogen-activated protein kinase 1 MAPKL NYLLSLPHK 2 751
[P27361 Mitogen-activated protein kinase AP @\IGPGVPGEVEMVK 7,56
27361 [Mitogen-activated protein kinase AP! TEG) 6,70
[P27361 [Mitogen-activated protein kinase AP} TEGVGPGVPGEVEMVK 6,65)
[p28482 Mitogen-activated protein kinase AP DPDHDHTGFLTEYVATR 7,42 [T185
P27361 [Mitogen-activated protein kinase AP! YTQLQYIGEGAYGMVSSAYDHVR 671 7,00 7,98
P27361 [Mitogen-activated protein kinase 3 [MAPK3 YTQLQYIGEGAYGMVSSAYDHVR 2623,2013 42| 64]yes 7,5j
Table $1 (referred to as Table 3): Detailed list of MAPK1 and MAPK3 peptides identified in the anti-Dhb-ERK immunoprecipitates. We report the peptides sequence, the number of trypsin missing cleavages (MC) the peptide identification score (score), the log(2) ofthe intensity of the signal obtained for each peptide attributed to MAPK1 and MAPK3 (confident protein identification requires at least two unique peptides

=no). Modified sites reports the DHB sites identified. n1, n2 and n3 are three biological replicates.

fragmented per proteinper sample). Common peptides to MAPK1 and MAPKS are reported as non unique to the protein (Unique (Protein:
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