Service item1 Phosphoprotein staining service Cat. No. P8010
Price 2522
Stepl Proteome : total cell lysate
Protein separation : 2—DE mini gel format
1st Dimension IEF : 4-10 NL IPG( 8.5cm)
2nd Dimension slab gel : 8.5 X 8cm slab gel
Staining method :
staining 1 : ProQ Diamond staining (Molecular Probes™)
staining 2 : Colloidal CBB staining
Detection method : ProQ fluorescent emission (Ex/Em: 555/580nm)
used filter : Ex/Em: Cy3/Cy3

Yeast cell lysate ProQ staining

Step?2 Multiple staining & spot matching

Synthetic image All protein staining (CBB) Phosphoprotein staining (ProQ)

‘ Yeast cell lysate
IEF : 400ug protein from yeast lysate
Detection ProQ Diamond staining & CBB
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Step3 Differential display & Comparative analysis

Colloidal CBB ProQ 70min staining ProQ 30min destaining ProQ 60min destaining

Arabidopsis seedling
IEF : 300ug protein from Arabidopsis lysate

DAE3 Detection ProQ Diamond staining & CBB
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Service item2 Phosphoprotein identification by PMF

Cat. No. P8020
Price 58+&

This service give rise to protein identification and/or candidates of possible phosphorylated peptides

Stepl
Step2

Synthetic image

: Protein identification by peptide mass fingerprinting
: Prediction of possible phosphorylated peptide by peptide mass matching for phosphorylation modification
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Phosphoprotein staining (ProQ)
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Spot ID  Protein annotation MW/pl Predicted phosphorylation site
9101 Protein component of the small (40S) ribosomal subu 25.08/8.6 LTNSLMMNGR (2)+HPO3@STY;
v
0103 acetolactate synthase (EC 4.1.3.18) regulatory chain 34.31/6.1 GFNIDSLVVCNTEVKDLSR (1)+HPO3@STY;
VVASSCATMVRCSSSSTSALAYK (4)+HPO3@STY
1101 elongation factor-1 beta 22.67/4.3
2202 BMH1 22.13/5.9
7304 Met17p 48.71/6.0 TKAVYLETIGNPK (3)+HPO3@STY
6505 Glk1lp 55.76/5.8 GLPMIPAFVTGSPNGTER (1)+HPO3@STY
4302 glycerol-3-phosphate dehydrogenase 43.42/7.5 LIKDPTSGK (2)+HPO3@STY
STKMIHGGVR (1)+HPO3@STY
3601 Hsp70 protein 58.33/4.9 TLEPIPK (1)+HPO3@STY
EAVLTVPTNFSEEQK (2)+HPO3@STY
3804 ubiquitin-activating enzyme 114.85
3806 Silent information regulator 114.85 IDHTIAWAK (1)+HPO3@STY
LTESYSSSRDPPEK (2)+HPO3@STY
6805  Elongation factor 3A (EF-3A) (EF-3) 116.83/5.7  LSVATADNR (2)+HPO3@STY
5401 Tif3p 48.5/5.2 GSNFQSSSRPPRR (1)+HPO3@STY
4501 Hexokinase isoenzyme 2 that catalyzes phosphorylati 54.15/5.2 HFISELEKGLSK (2)+HPO3@STY
8101 Protein component of the small (40S) ribosomal subu 25.08/8.6
1002 HFA1 92.83/6.3 LGELVGYVSAGTVEYLYSPK (1)+HPO3@STY
b
0102 GTP binding protein 24.96/8.6 RHLTGEFEK (1)+HPO3@STY
6101  Asclp 34.90/5.8 LWDVATGETYQRFVGHK (3)+HPO3@STY
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Service item3 Phosphopeptide identification by PSD Cat. No. P8O30

Price 82t&
Alternative Stepl: Prediction of Phosphopeptides by PMF

Alternative Step2(example) : Phosphopeptide enrichment from ProQ-stained spots by Phos-pep™
Step3 : Phosphopeptide identification by MALDI-TOF PSD

Alternative Stepl(example)

Step3
Synthetic image All protein staining (CBE) Phosphoprotein staining (ProG) .
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Spot ID  Protein annotation MW/pl Predicted phosphorylation site e
9101 Protein component of the small (40S) ribosomal subu 25.08/8.6 LTNSLMMNGR (1)+HPO3@STY;
Alternative Step2(example)
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Note : In step3, phosphopeptides could be identified by detecting loss of phosphorous(-80Da) or

Tetra phosphopeptide
phosphate(-98Da) group in mass spectrometry with PSD mode



Service item4 Phosphorylation site determination
by CAF sequencing

Stepl : SPITC labeling of Trypsin digest from ProQ-stained spot
Step2 : phosphopeptide Enrichment by Phos-pep™
Step?2 : CAF-sequencing and phosphorylation site determination by MALDI-TOF PSD

Stepl & 2 Step3
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Price 158+3&

1561.73

Manual parent mass (1660.178)
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Service item5 Phosphoprotein enrichment Ccat. No. P8O5O
plus Service item 1 Price 328+2l

This service provide more chance to meet low abundant phosphorylated proteins
by phosphoprotein-specific enrichment from total protein lysate.

Step1l : Phosphoprotein enrichment from total cell or tissue lysate by Phos-Pro™ kit( Genomine’s Proprietary Technology)
Step2 : Phosphoprotein staining service (service item1l)

h460 total protein h460 total protein h460 Phosphoprotein h460 Phosphoprotein
(CBB staining) (ProQ staining) enriched (CBB staining) enriched (ProQ staining)

Synthetic image
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Loading sample : 300ug h460 total cell lysate Loading sample : i%%%gte?rllchﬁldl prottems from 6mg
Phosphoprotein staining(ProQ) : 35 protein spots was Ph h tein staini (%an)e' 1y§‘8a © tei t
stained as phosphoproteins osphoprotein staining(ProQ) : protein spots was

stained as phosphoproteins

h460 residual supernatant h460 residual supernatant
fraction (CBB staining) fraction (ProQ staining)

Loading sample : 300ug residual protein fraction from
enrichment. Few protein spots was detected as
phosphoproteins



