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Identification and quantitation of nonphospho- and phosphopeptides
after LPS stimulation by mass spectrometry using metabolic labeling
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Figure 1. Schema of the strategy used for identification of phosphorylated proteins
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Figure2. MALDI-TOF MS spectra (a) In-solution digested membrane fraction from THP-1 cells contains 10% of OVA, «-,
and S -casein as control, respectively. (b) Purified phosphopeptides after elution from TiO,. (c) Alkaline phosphotase

treatment of peptides. The -80Da or multiples of -80Da mass shift of mass spectral peaks due to the loss of phosphate
moiety after the dephosphorylation
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¥ 7= . Adenylyl cyclase associated protein1(CAP1) @ 293~311 @ %
SGPKPFSAPKPQTSPSPK ™ 3 >2® VU v Eg{t2+¥ 1 K. 306-Threonine, 307-Serine &
309-Serine Z [AIRFIC XA L7228 BIRIE T&E 72, & HIZ, Protein transport protein Sec61 beta
subunit DA PGPTPSGTNVGSSGRSPSK ™ 12-Sernine V i}k & 18-Sernine V ikt
b A B DOWFFE TRIFFIZ R E T & 7z,
SR OFENT T3 DDV VLT F REFHIIZHRET H 2 LA T/, Amphiphysin @
240-255 OIS AFTIQGAPPSDSGPLR @ 249-serine, Leukocyte common antigen
precursor @ 969-981 M5}/ 5 NRNpSNVIPYDYNR @ 972-serine, Adenylyl cyclase
associated protein1(CAP1) @ 178-217 @ %% % 7> & HVDWVKApPYLSIWTELQAYIK @
185-Tyrosine ® U VB {LXTF R 2 RIET H 2 &N TE 7=,
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Figure3. (a) MS/MS spectrum of a phosphorylated peptide. The loss of phosphoric acid was strongly observed in MS2 spectra. (b) MS/MS/MS
spectrum of the phosphopeptide matched with the amino acid sequence SGPKPFSAPKPQTpSPSPK from (Q01518) Adenylylcyclase-

associated protein1
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Figure4. An activation profile of three singly-phosphopeptides SGPKPFSAPKPQTSPSPK
and HVDWVKAYLSIWTELQAYIK from Adenylyl cyclase-associated protein 1 (CAP 1) upon
LPS stimulation.
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Table1. Number of identified phosphopeptides and phosphorylation ratio changed

cytosol+membrane cytosol fraction membrane fraction
sup. 9,000 x g centrifugation sup.100,000 x g centrifugation ppt.100,000 x g centrifugation
5min 30(12) 61(22) 49(12)
30min ND* 29(10) 20(3)

() ; number of phosphopeptides that phosphorylation ratio changed.
Peptide pairs were chosen more than ~105 of MS intensity .
ND* ; not analyzed in this study
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Figure 5. An activation profile upon LPS stimulation. (a) RNA biding protein Raly, (b) Nucleophosmin,
(c) Leukocyte common antigen precursor, (d) Amphiphysin, (e) Actine, cytoplasmin 1, and (f) DnaJ
homolog subfamily C member5.
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Table2. Number of identified proteins with LPS for 24hrs.

cytosol fraction membrane fraction
sup.100,000 x g centrifugation ppt.100,000 x g centrifugation

74(27) 95(39)

() ; number of proteins that differentially ratio changed.
ratio was chosen > 2.0 or <0.5.
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