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Table 1 
SLP76 interactome in resting BMMC 

Proteins were identified in 4 affinity purifications of SLP76OST complexes in resting cells. Listed molecules were enriched at least 4-fold in 
non-activated SlpOST/OST compared to Slp+/+ BMMC (OST- vs WT-). The significance (p< 10-3) of enrichment (OST-/WT- ratio) was 
determined using student’s t-test. UniProt Accession numbers, protein symbols and molecular function are also shown 

GRAP2 GRB2-related adaptor protein 2 O89100 Adapter Protein 513
RABE1 Rab GTPase-binding effector protein 1 O35551 GTPase activation 192
RHG27 Rho GTPase-activating protein 27 A2AB59 GTPase activation 72

UniProt  Acc Function

Resting BMMC OST-/WT-

Protein Symbol Protein name ratio



Table 2  
SLP76 interactome in activated BMMC  

The proteins listed were recurrently identified in 4 affinity purifications of SLP76OST complexes in activated cells. Listed molecules were 
enriched at least 4-fold in activated SlpOST/OST (OST+) compared to Slp+/+ BMMC (WT+). The enrichment was measured by the OST+/WT+ 
ratio and its significance (p< 10-3) determined using student’s t-test. The enrichment existing between activated (OST+) and non activated 
(OST-) BMMC is also shown and its significance was determined using student’s t-test (at least 4-fold enrichment: **p< 10-2, ***p< 10-3). 
UniProt Accession numbers, protein symbols and molecular function are also shown. 

LAT2 Linker for activation of T-cells family member 2 Q9JHL0 Adapter Protein 7146 4820***
BCR Breakpoint cluster region protein Q6PAJ1 Kinase/GTPasa activation 168 148**
HIG1A HIG1 domain family member 1A Q9JLR9 Unknown 144 104***
CDC23 Cell division cycle protein 23 homolog Q8BGZ4 Cell division 245 55
DC1I2 Cytoplasmic dynein 1 intermediate chain 2 O88487 Cytoskeleton regulation 15 38**
LAT1 Linker for activation of T-cells family member 1 O54957 Adapter Protein 36 37**
PLC!1 1-phosphatidylinositol 4,5-bisphosphate phosphodiesterase gamma-1 Q62077 Phospholipase 36 36***
SHC1 SHC-transforming protein 1 P98083 Adapter Protein 22 30***
DOK3 Docking protein 3 Q9QZK7 Adapter Protein 8,6 29***
SKAP2 Src kinase-associated phosphoprotein 2 Q3UND0 Src Kinase regulator 34 22***
SUCA Succinyl-CoA ligase [ADP/GDP-forming] subunit alpha, mitochondrial Q9WUM5 Ligase 20 22**
GRB2 Growth factor receptor-bound protein 2 Q60631 Adapter Protein 18 16***
SKAP1 Src kinase-associated phosphoprotein 1 Q3UUV5 Src Kinase regulator 22 14***
HECD3 E3 ubiquitin-protein ligase HECTD3 Q3U487 Ligase 47 12
MSH2 DNA mismatch repair protein Msh2 P43247 DNA-binding 12 11**
CSTF1 Cleavage stimulation factor subunit 1 Q99LC2 mRNA processing 10 11**
FYB FYN-binding protein O35601 Adapter Protein 17 9.5**
BTK Tyrosine-protein kinase BTK P35991 Kinase 6,1 6.7**
PACS1 Phosphofurin acidic cluster sorting protein 1 Q8K212 Coat protein 13 5.4**
1433" 14-3-3 protein eta P68510 Adapter Protein 26 4**
1433# 14-3-3 protein theta P68254 Adapter Protein 13 3,8
Q99M59 Interferon gamma inducible protein 47 Q99M59 Hydrolase activity 6,9 3,7
CLNK Cytokine-dependent hematopoietic cell linker Q9QZE2 Adapter Protein 40 3,7
VAV Proto-oncogene vav P27870 Guanine-nucleotide releasing factor 10 3,3
MA2C1 Alpha-mannosidase 2C1 Q91W89 Mannosidase 13 3,1
1433! 14-3-3 protein gamma P61982 Adapter Protein 45 3,0
1433$ 14-3-3 protein epsilon P62259 Adapter Protein 20 2,8
E9Q4N7 Protein Arid1b E9Q4N7 Unknown 28 2,4
1433% 14-3-3 protein beta/alpha Q9CQV8 Adapter Protein 19 2,3
1433& 14-3-3 protein zeta/delta P63101 Adapter Protein 15 2,0
RHG27 Rho GTPase-activating protein 27 A2AB59 GTPase activation 123 1,8
TP53B Tumor suppressor p53-binding protein 1 Q99LC2 mRNA processing 10 1,3
FA49B Protein FAM49B Q921M7 Unknown 29 1,2
GRAP2 GRB2-related adaptor protein 2 O89100 Adapter Protein 1086 0,9
RABE1 Rab GTPase-binding effector protein 1 O35551 GTPase activation 20 0,4

OST+/WT+ OST+/OST-

Protein Symbol Protein name UniProt  Acc Function ratio

Activated BMMC
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Fig. 5 
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SUPPLEMENTARY MATERIALS 

Supplementary Figures 

Fig.  S1.  SLP76  is  lost  in  mast  cell  lysates  prepared  with  a  panel  of  mild  non­

denaturing  detergents.  BMMC  were  solubilized  in  lysis  buffers  containing 

laurylmaltoside (LM), octylglycoside (OG), IGEPAL, Brij35 or TX100, supplemented with 

standard  protease  inhibitor  cocktail  (Roche).  Equal  amounts  of  cell  lysates  were 

electrophoresed and Western blotted with anti‐SLP76, anti‐LAT1, anti‐PAG or anti‐actin 

antibodies. 

Fig.  S2.  Phenanthroline  protects  SLP76  from BMMC proteases  in  LM  lysis  buffer 

pH.  8.0.  (A,  B)  BMMC  were  solubilized  in  LM  lysis  buffer  pH  7.4  (A)  or  pH  8.0  (B) 

supplemented  with  specific  metalloprotease  inhibitors  or  in  SDS  lysis  buffer.  Equal 

amounts  of  cell  lysates  were  electrophoresed  and  Western  blotted  with  anti‐SLP76 

antibodies.  (C)  BMMC  were  solubilized  in  LM  lysis  buffer  pH  7.  4  or  pH  8.0 

supplemented with Roche cocktail inhibitors or not. Equal amounts of cell lysates were 

electrophoresed and Western blotted with anti‐SLP76 antibodies.  

Supplementary Tables 

Table S1: Genes expressed  in BMMC. Known BMMC‐specific genes are shown, along 

with their detection confidence level. 

Table S2: Proteases expressed  in BMMC. All  the proteases retrieved on  the AB1700 

DNA‐microarray  platform  are  shown,  along  with  their  associated  detection  p‐value. 

Protease families are also specified. 
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Table S3: Metal­binding proteases expressed  in BMMC. Zn2+‐dependent proteases 

are highlighted. 

Table S4: Mast cells protease inhibitors cocktail. 

Table S5: SLP76  interactome  in resting and activated BMMC. Tables 1 and 2 have 

been  completed  with  p‐value  of  student’s  t‐tests  and  iBAQ/MS  intensity  from  all 

samples. 

Table S6: AP­MS data from some known SLP76 partners in T­cells. Student’s t‐tests 

results (p‐value and ratio) are gathered with raw iBAQ data. 

Table S7: Proteins identification and quantification data. Number of total peptides, 

unique  peptides,  sequence  coverage, MS  intensity  and  iBAQ  value  in  each  sample  are 

provided for each protein identified in the whole dataset. 

Table  S8:  Peptides  identification  and  quantification  data.  Sequence,  best  score, 

uniqueness of all peptides identified are provided with MS intensity in each sample. 

Supplementary Materials and Methods : 

DNA­microarray  data  analysis:  The  transcriptome  of  three  biological  replicates  of 

resting  BMMC  cells  were  analyzed  using  AB1700  DNA‐microarrays.  An  expression 

confidence  level  was  computed  for  the  genes  covered  by  the  platform,  using  the 

following fields from the hybridization output files (raw data): 

‐  The S/N  field  is  a  computed  test  statistics  of  each probe's  estimated  signal‐to‐noise 

ratio.  Thus,  a  detection  confidence  level  can  be  computed  according  to  a  convenient 

probability  distribution.  As  suggested  by  the  manufacturer  (cf.  AB1700  platform 
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documentation  downloaded  by  http://www.appliedbiosystems.com),  we  derived  p‐

values directly from the Standard Normal probability distribution. 

‐  The  Flag  field  indicates,  for  each  probe,  the  possible  occurrence  of  quality  issues 

Values  lower than or equal  to 100 correspond to good quality probes. Before applying 

the  statistical  test, we  set  to  zero  all  the  S/N  values  corresponding  to  associated  Flag 

greater  than  100.  In  this  way,  all  the  poor  quality  measurements  obtained  a  weak 

detection confidence level (i.e. p‐value = 0.5). 

Finally, in order to avoid multiple gene values (as we have three sample replicates, and 

as several probes may correspond to the same gene for a given replicate), we only kept 

the highest p‐value obtained  for  each gene across  all  the  corresponding probes  in  the 

dataset. We  considered  the  genes  showing  a  p‐value  lower  than  an  arbitrarily  chosen 

threshold  (i.e.  p‐value  <  0.1)  as  expressed.  We  tested  this  procedure  by  verifying  the 

computed detection confidence level of known specific BMMC genes (Table S2). All these 

genes were declared expressed by our test. 

Then, we estimated the number of protease‐coding genes expressed in BMMC. From the 

MEROPS database (http://merops.sanger.ac.uk), we downloaded a  list of 685 reported 

Mus musculus proteases genes annotated with their main family names (Serine, Metallo, 

Aspartic and Cysteine proteases). 539 out of  the 685 annotated protease‐coding genes 

were found to be represented in the DNA‐microarray platform. Among them, 400 genes 

were declared expressed by the statistical test with a confidence level greater than 90% 

(Figure 3A). Table S2 reports the results for all the 539 protease‐coding genes. 

All  data  analyses  were  carried  out  using  R  programming  language  (http://www.r‐

project.org). 
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