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Liquid Tissue™ MS Protein Prep Kit
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1) Proteomic Analysis of Formalin-fixed Prostate Cancer Tissue
Brian L. Hood et al
Mol Cell Proteomics. 2005 Nov;4(11):1741-53
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RILTY U BEIEERESENS DI OB E L ULC/MSHERHT

m Basic Experiments using Bovine Serum Albumin
Effect of Formalin Treatment on BSA
Effect of Liquid Tissue ® on Formalin Treated-BSA

m Effects of Formalin Fixation on Proteomic Profiles

m Application to a Study of Gastric Cancer

FFPE tissue (Needle Dissection or Laser Capture Microdissection)

Digestion: 1 pL of Trypsin (1 ug/uL) (37 °C, 18 hr)

? Protein Extraction: 20 uL of Liquid Tissue Buffer (95 °C, 90 min)
Reduction: 2 uL of 100 mM DTT (95°C, 5 min)

v
LC/MS and LC/MS/MS analyses
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Formalin Fixation and Protein Crosslinks
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Lysin (K), Arginine (R), Histidine (H), Asparagine (N),

Glutamine (Q), Tyrosine (Y), Threonine (T), Serine (S)
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Basic Experiments using Bovine Serum Albumin

Formalin Treated-BSA

Liquid Tissue ®

Forr + Trypsin
ammonium + lodacetamide yp
.
bicarbonate
. . . + Trypsin +DTT
Liquid Tissue ® .
Untreated-BSA
POt + Trypsin
ammonium + lodacetamide yp
.
bicarbonate
? ! Trypsin + DTT
.
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Effect of Formalin Treatment on BSA

Base peak chromatograms (injected 100 fmol)

_ 474.4
1003 Untreated .
507 464.6— )7 | 588.4 700.9 7852
o 5082 489.2 570.2—_723.0 2354
1003 Treated for 1 min
= X 10
L 5] J6pp 4645 5825 8210
o = 519.2 518, 19.1.519.1 829.6 613.6
C
< _ .
5 1993 Treated for 5 min
S s x 10
= = 502.1 821.1
< oL 519.1 5194 5107 5192 513.0 458.2 829.1 613.6
()]
> - .
£ 1% Treated for 10 min
T 50 x 10
™ (15190 5194 5192 5191 5193 4620 4644 5825 6377 go1g 6136
1003 Treated for 60 min
50— X 10
OE 462.1 519.4 519.1 519.1,519.1 457.9 783.5 _g820.7 519.1_613.5
e R N R RAaa B ) I LA M ARAAN LA AR R AR AT R AR L S D A A

0 2 4 6 8 10 12

Time (min) Z‘MR

22" JSSX Annual Meeting, Akira Honda et al AMR INCORPORATED



Effect of Liquid Tissue ® on Formalin Treated-BSA

Base peak chromatograms (injected 100 fmol)
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Effects of Formalin Fixation on Proteomic Profiles
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LC/MS/MS of FFPE Tissue of Gastric Cancer
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Comparison of the Number of Unique Peptides
Identified for the Top 10 Proteins in a Gastric Cancer
Tissue

No. of unique peptides

Protein
Formalin fixed  Unfixed

Myosin, heavy polypeptide 9 5 15
Collagen alpha-3(VI) chain precursor 2 14
Keratin 8 16 11
Smooth muscle myosin heavy chain 11 isoform SM1A 6 10
Filamin 1 4 10
A Chain A, The Yeast Actin \{al 159 Asn Mutant 4 3
Complex With Human Galsolin Segment 1

Plectin 5 8
Vimentin 7 7
Protein kinase, DNA-activated, catalytic polypeptide 1 4
Histone H4/o 3 7
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Origin of Cancer in Stomach
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Experiment using FFPE of Gastric Tissues
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Total Number of Unique Peptides and Proteins
Identified form Tissues
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Conclusion
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