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Prognostic markers are urgently needed to optimize the postoperative treatment
strategies for gastrointestinal stromal tumors (GIST). GIST of the small intestine
(I-GIST) show more aggressive behavior than those of the stomach (5-GIST), and
the molecular background of the malignancy in I-GIST may include potential
prognostic biomarkers. We conducted integrated proteomic and transcriptomic
analysis to identify genes showing differential expressions according to the
tumor site. We generated protein expression profiles for four cases each of surgi-
cally resected I-GIST and S-GIST using label-free proteomic analysis. For proteins
showing differential expressions, global mRNA expression was compared
between 9 I-GIST and 23 S-GIST. Among the 2555 genes analyzed, we found that
promyelocytic leukemia (PML), a tumor suppressor gene, was significantly down-
regulated in I-GIST at both the protein and mRNA levels (P < 0.01; fold difference
>2.0). Immunohistochemistry of 254 additional cases from multiple clinical facili-
ties showed that PML-negative cases were significantly frequent in the I-GIST
group (P < 0.001). The 5-year recurrence-free survival rate was significantly lower
in the PML-negative than in the PML-positive cases (60.1% vs 91.7%; P < 0.001).
Multivariate analysis revealed that downregulation of PML was an independent
unfavorable prognostic factor (hazard ratio = 2.739; P = 0.001). Our study indi-
cated that prognostication based on PML expression may have potential for opti-
mizing the treatment strategy for GIST patients. Further validation studies of
PML for clinical application, and investigation for the mechanistic significance of
PML to clarify the molecular backgrounds of malignancy in GIST are warranted.

G astrointestinal stromal tumors (GIST) are a common type
of soft-tissue sarcoma.’’” Approximately 75-80% of
GIST harbor an activating mutation in the XJ/7 oncogene and
5-8% in platelet-derived growth factor receptor-o (PDGFRA)
which are both key molecular drivers of GIST pathogenesis.*
3 Adjuvant therapy with imatinib, a tyrosine kinase inhibitor,
plolon s recurrence-free survival (RFS) after complete resec-
tion.®” Recently, a randomized trial revealed that patients
with a high-risk of recurrence show longer survival with
3 years of imatinib administration than with 1 year.® Almost
all patients receiving imatinib therapy suffer some adverse
effects, and approximately 50% of the operative GIST patients
are cured by surgery alone.® Therefore, p1oonoqt1c markers
are needed to optimize adjuvant imatinib therapy.”’
Gastrointestinal stromal tumor arise predominantly in the
stomach (60-70%) and small intestine (20-30%)."'” GIST of
the small intestine (I-GIST) show more aggressive behavior
than those of the stomach (S-GIST), with similar size and
mitotic activity.(”) Therefore, the tumor site is included as a
factor in currently employed risk stratification schemes.?

©® 2014 The Authors. Cancer Science published by Wiley Publishing Asia Pty Ltd
on behalf of Japanese Cancer Association,

This is an open access article under the terms of the Creative Commons
Attribution-NonCommercial-NoDerivs License, which permits use and distribution
in any medium, provided the original work is properly cited, the use is non-
commercial and no modifications or adaptations are made.

Investigations of genetic aberrations that are specific to tumors
arising at certain anatomical sites can provide clues to under-
standing the molecular mechanisms of malignant behavior of
GIST, thus leading to the development of prognostic biomar-
kers. It has been reported that differences in expression or
mutation of KIT and PDGFRA are associated with the tumor
site. ! In addition, chromosomal aberrations and gene
expressions that are specific to I-GIST have been identified in
genome-wide global studies, and these have also been shown
to be adverse prognostic factors.">2% However, these reports
lack validation studies for the confirmation of the prognostic
value and clinical utility. Therefore, intensive validation stud-
ies, including multi-institutional research, are needed to estab-
lish the prognostic biomarkers from tumor site-specific genes.
In the present study, we aimed to identify the molecular
backgrounds specific to the tumor site and to discover the
prognostic biomarker in GIST. We integrated proteomic and
transcriptomic analysis, and observed a total of 2555 genes.
For the proteomic analysis, we applied a label-free proteomics,
allowing comprehensive analysis of thousands of proteins
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using a combination of SDS-PAGE and mass spectrometry
without isotopic labeling. '™ For the transcriptomic analysis,
we used publicly available transcriptomic data for GIST. We
identified 18 genes whose expressions differed between S-
GIST and I-GIST at both the protein and mRNA levels.
Among the 18 genes, we found that promyelocytic leukemia
(PML), a tumor suppressor gene, was significantly downregu-
lated in I-GIST and S-GIST that showed postoperative recur-
rence. Finally, using immunohistochemistry, we validated the
prognostic utility of PML in 254 additional cases of GIST
from multiple clinical facilities.

Patients and Methods

Patients and clinical information. We examined tumor tissues
from 164 GIST patients who underwent surgery at the National
Cancer Center Hospital between July 1972 and December
2005. Fresh frozen tumor tissues from 8 GIST patients were
used for proteomic analysis. The mutational status of the KIT
and PDGFRA was determined as described previously,” and
the clinicopathological data for the individual patients are sum-
marized in Table 1. Formalin-fixed paraffin-embedded (FFPE)
tissue sections from 156 other GIST cases were examined im-
munohistochemically for independent validation (Suppl. Table
S1). We also immunohistochemically examined 98 GIST cases
that underwent surgery at Niigata University Hospital between
October 1982 and December 2005 (Suppl. Table S2). All
patients underwent resection with curative intent. and did not
receive either neoadjuvant or adjuvant therapy with imatinib.
Diagnosis was based on the World Health Organization Classi-
fication of Tumors of the Digestive System,(zs’ including
tumor size, mitotic rate, presence of epithelioid morphology,
and expression of CD34 and KIT. Recurrence risk was classi-
fied according to the NIH consensus criteria based on tumor
size and mitotic count.®® This project was approved by the
institutional review boards of the National Cancer Center and
Niigata University.

Label-free proteomic analysis. Proteins were extracted from
fresh frozen tissues as described previously.** Sixty micro-
gram protein samples were separated by 12.5% SDS-PAGE.
Each gel lane was cut into 24 pieces of equal size using a
GridCutter (Gel Company, San Francisco, CA, USA), and each
gel piece was subjected to in-gel tryptic digestion as described
previously.(27) The final trypsin digests were subjected to
liquid chromatography coupled with LTQ-Orbitrap XL mass
spectrometer (Thermo Fisher Scientific, San Jose, CA, USA)
(Fig. la). Peptide identification and protein quantification were
performed using Mascot (version 2.2; Matrix Science, London,
UK) and Progenesis LC-MS version 3.4 (Nonlinear Dynamics,

www.wileyonlinelibrary.com/journal/cas

Newcastle, UK), respectively. Details of the mass spectromet-
ric analysis are provided in the supporting information (Suppl.
Doc. S1). The processed raw data for protein abundance was
loaded to Expressionist analyst (GeneData, Basel, Switzer-
land), and subjected to quantile normalization, hierarchical
clustering analysis, principal component analysis and statistical
analysis using Welch’s t-test.

Transcriptomic analysis. A publicly available microarray data-
set (GSE8167), which had been previously generated using
GeneChip Human Genome U133 Plus 2.0 arrays (Affymetrix,
Santa Clara, CA, USA),®” was obtained from the NCBI GEO
database. The clinicopathological data for the 32 analyzed
samples are summarized in Supplementary Table S3. Down-
loaded CELL files were imported into GeneSpring GX version
11.0 (Agilent Technologies, Santa Clara, CA. USA). and back-
ground correction, probe summarization and normalization
were performed according to the RMA a‘lgorithm.(zg’ From the
total of 54 675 probes, we extracted 6146 corresponding to the
genes that had been observed in proteomic analysis. These
probes were filtered according to the percentile of their signal
intensities in the raw data (20-100th percentile). Among the
remaining 6004 probes, hierarchical clustering analysis, princi-
pal component analysis, and statistical analysis using unpaired
-test with Benjamini and Hochberg’s correction were per-
formed (Fig. la).

Western blotting. Five microgram protein samples extracted
from fresh frozen tumor tissues were separated by 12.5% SDS-
PAGE and subsequently transferred to PVDF membranes. The
separated proteins were reacted with a primary antibody
against PML (1:500; Abcam, Cambridge, UK) at room temper-
ature for 1 h, followed by a secondary antibody against rabbit
1gG (1:2000; GE Healthcare Biosciences, Uppsala, Sweden)
under the same conditions. The immune complex was detected
by ECL Prime (GE Healthcare Biosciences) and LAS-3000
(Fuji Photo Film. Tokyo, Japan). The intensity of PML bands
was normalized by that of the corresponding total lanes stained
with Ponceau S using ImageQuant (GE Healthcare Bioscei-
ences).

Immunohistochemistry. Promyelocytic leukemia expression
was examined immunohistochemically using FFPE tissues, as
described in our previous report.?* In brief, 4-pm-thick tissue
sections were autoclaved in 10 mmol/L citrate buffer
(pH 6.0) at 121°C for 30 min and incubated with the antibody
against PML (1:500; Abcam) at room temperature for 1 h.
Immunostaining was carried out by the streptavidin-biotin
peroxidase method using the Strept ABC Complex/HRP kit
(Dako, Glostrup, Denmark). One pathologist (A.Y.) and one
clinician (H.1), both blinded to the clinical data, reviewed the
sections stained with anti-PML antibody. Tumor cells were

Table 1. Clinicopathological characteristics of the samples used in the proteomic analysis

Sample Anatomical Gene mutation type Histologic Size Mitosis Risk Recurrence
number tumor site subtypes {cm) (/50 HPF) classificationt

1 Stomach Wild type of KIT and PDGFRA Spindle 3.5 <5 Low Absence

2 Stomach Wild type of KIT and PDGFRA Spindle 4.0 <5 Low Absence

3 Stomach KIT exon 11 deletion Mixed 12.0 >10 High Peritoneum
4 Stomach KIT exon 11 deletion Mixed 4.0 >10 High Liver

5 Small intestine KIT exon 9 insertion Spindle 3.7 <5 Low Absence

6 Small intestine KIT exon 11 deletion Spindle 7.0 <5 Intermediate Absence

7 Small intestine KIT exon 11 deletion Spindle 18.0 6-10 High Liver

8 Small intestine KIT exon 9 deletion Mixed 7.0 >10 High Peritoneum

+Recurrence risk was classified according to NIH consensus criteria. HPF, high power field of the microscope.

© 2014 The Authors. Cancer Science published by Wiley Publishing Asia Pty Ltd
on behalf of Japanese Cancer Association.
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Fig. 1.

Integrated proteomic and transcriptomic analysis shows promyelocytic leukemia (PML) downregulation in gastrointestinal stromal tumors

(GIST) of the small intestine (I-GIST), and its potential as a prognostic biomarker. Workflow of the proteomic and transcriptomic analysis (a). Heat-
map of the genes differentially expressed at the protein level (b). Venn diagrams showing the numbers of commonly upregulated and downregu-
lated genes at both the protein and mRNA levels (c). Western blotting shows the differences in PML expression between the samples used for
proteomic analysis (d). Kaplan-Meier analysis of recurrence-free survival according to the expression of PML mRNA in S-GIST of GSE8167 (e).

defined as positively stained if their nuclear staining intensity
with the anti-PML antibody was equal to or higher than that
of vascular endothelial cells used as an internal positive con-
trol in the same section. The examined cases were divided
into negative (positive nuclear staining in <10% of tumor
cells), focally positive (in >10% or more but <50%) and dif-
fusely positive (in >50%), as previously reponed.{"zg) In most
cases, the difference was quite obvious and the two reviewers
concurred as to the results.

Statistical analysis. Fisher’s exact test was used to evaluate
the correlations between PML expression status and clinico-
pathological characteristics. ~ The correlation coefficients
between these variables were evaluated using Spearman rank
correlation analysis. The RFS was calculated from the date
of initial surgery to that of first recurrence, censoring
patients alive at the time of data collection and those who
died without recurrence on the date of death. The RFS rate
was estimated using the Kaplan—-Meier method.®” Univariate
survival analyses were performed using the log-rank test.

Cancer Sci | January 2015 | vol. 106 | no. 1 | 117

The Cox proportional hazards model was applied to the
multivariate survival analysis.®" The variables with a uni-
variate P < 0.05 were entered into the model. Differences at
P < 0.05 were regarded as statistically significant. SPSS ver-
sion 11.5 (SPSS, Chicago, IL, USA) was used for all of the
statistical analyses.

Results

Genes showing differences in protein expression specific to the
tumor site. Using label-free proteomic analysis, we identified
and quantified 26 832 unique peptides corresponding to 2550
non-redundant proteins from 8 GIST (Suppl. Tables S4 and
S5). Unsupervised analysis showed that the samples were
grouped according to the tumor site and whether or not the
tumor recurred (Suppl. Fig. S1). These observations suggested
that the overall protein expression profiles reflected the differ-
ence in the tumor site and malignant potential. Among the
2550 genes, 29 were significantly upregulated and 25 were

© 2014 The Authors. Cancer Science published by Wiley Publishing Asia Pty Ltd
on behalf of Japanese Cancer Association.
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Table 2. Upregulated or downregulated genes in GIST of the small intestine at both protein and mRNA level

Protein mMRNA
Gene Gene description Locus : -
symboly Accession Pvalues Fold Probe set Accession P- Fold
numberi difference 1Dt numberit  value§§ differenceg
Upregulated genes )
ABCCA Multidrug resistance- 13932 015439  2.45E-03 3.66 203196_at  Al948503 1.98E-03 3.27
associated protein 4 1554918_a_at  BC041560 6.27E-03 2.95
1555039_a_at  AY133679 1.53E-03 2.69
AGFG2 Arf-GAP domain and FG 79221 095081 1.92E-03 6.21 206821 _x_at NM_006076 2.29E-04 2.87
repeats-containing protein 217450_at  AF053356 2.53E-05 2.91
2 222126_at  Al247494 8.07E-04 5.04
222362_at  H07885 6.96E-04 4.28
1554618_at  BC009393 4.35E-04 3.20
ISYNA1 Inositol-3-phosphate synthase 043598  8.95E-03 4.57 222240_s_at  AL137749 8.27E-03 2.1
1
cYcs Cytochrome ¢ 7p15.3 P99999  1.78E-03 4.53 208905_at BC005299 2.46E-05 2.22
229415 _at  BF593856 5.12E-04 244
244546_at  Al760495 8.34E-04 2.22
ITPK1 Inositol-tetrakisphosphate 1- 14931 Q13572 2.98E-03 13.88 210197_at BC003622 4.91E-04 2.22
kinase 210740_s_at  AF279372 1.59E-08 15.38
CADM1 Cell adhesion molecule 1 1123.2 Q9BY67  7.91E-04 12.48 209030_s_at NM_014333 1.24E-05 20.96
' 209031_at  AL519710 2.95E-05 25.62
209032_s_at  AF132811 1.70E-06 9.96
244345 _at  Al627453 2.90E-05 2.17
DNPH1 2'-deoxynucleoside 5'- 6p21.1 043598  B8.95E-03 4,57 204238 _s_at NM_006443 1.93E-03 2.69
phosphate N-hydrolase 1 39817_s_at  AF040105 2.14E-04 2.06
C8orf42 Chromosome 8 open reading 8p23.3 Q86YL5  1.17E-03 5.85 226778_at  Al632224 7.35E-04 2.75
frame 42 230903_s_at H11634 2.22E-05 3.40
PIK3AP1 Phosphoinositide 3-kinase 10g24.1 Q6ZUJ8  8.15E-03 3.35 226459 at AWS75754  3.15E-05 6.55
adapter protein 1 1554508 _at BC029917 5.64E-07 4,51
Downregulated genes
AHNAK Neuroblast differentiation- 11g12.2 Q09666  9.16E-03 0.31 211986_at BG287862 6.36E-03 0.45
associated protein AHNAK
PML Promyelocytic leukemia 15922 P29590  8.40E-04 0.32 235508_at  AwW291023 1.88E-06 0.42
cLic2 Chloride intracellular channel  Xq28 015247  3.67E-03 0.15 213415_at  Al768628 1.02E-06 0.18
protein 2
CD34 CD34 molecule 1932 P28906  1.20E-03 0.05 209543_s_at M81104 8.83E-08 0.07
LPCAT2 Lysophosphatidylcholine 16g12.2 Q7L5N7  6.70E-05 0.05 227889_at  Al765437 1.30E-06 0.06
acyltransferase 2 222833_at  AU154202 1.01E-05 0.24
239598 s at  AA789296 7.19E-03 0.34
FHL2 Four and a half LIM domains 2q12.2 Q14192  1.28E-03 0.09 202949 s _at NM_001450 1.36E-06 0.15
protein 2
EPS15 Epidermal growth factor 1p32 P42566  4.80E-04 0.45 217887_s_at NM_001981 3.48E-07 0.45
receptor substrate 15 217886_at  BF213575 2.90E-07 0.47
PRKCDBP  Protein kinase C delta- 11p15.4 Q9638G5  8.88E-03 0.24 213010_at  Al088622 1.41E-06 0.16
binding protein
CDC42EP5  Cdc42 effector protein 5 19q13.42 Q6NZY7  1.13E-03 0.03 227850_x_at AWO084544  7.84E-08 0.16

tGene symbols were derived from UniGene. fAccession numbers of proteins were derived from Swiss-Prot and NCBI nonredundant databases.
§P-values were calculated by ttest. yFold differences were calculated by dividing the mean normalized expression value of GIST of the small
intestine samples by that of GIST of the stomach samples. 1Affymetrix Human Genome U133 Plus 2.0 Array probe set ID. ijAccession numbers
of genes were derived from GenBank database. §§P-values were calculated by t-test and corrected by Benjamini-Hochberg false discovery rate.

GIST, gastrointestinal stromal tumors.

downregulated at the protein level in I-GIST (P < 0.01; fold
difference >2.0, Fig. 1b and Suppl. Table S6).

Genes showing differences in mRNA expression specific to the
tumor site. From the GSE8167 dataset, we extracted 6004
probes corresponding to the genes observed in the proteomic
analysis (Suppl. Table S7). Similarly to the protein expression
profiles, unsupervised analysis showed that the overall features
of mRNA expression reflected the difference in the tumor site

© 2014 The Authors. Cancer Science published by Wiley Publishing Asia Pty Ltd
on behalf of Japanese Cancer Association.

(Suppl. Fig. S2). Among the 2555 genes corresponding to the
6004 probes, 65 genes (115 probes) were significantly upregu-
lated and 67 genes (108 probes) were downregulated at the
mRNA level in I-GIST (P < 0.01; fold difference >2.0, Suppl.
Fig. S3 and Suppl. Table S8).

Integrated proteomic and transcriptomic  analysis. We
observed the 54 and 132 genes that were differentially
expressed at the protein and mRNA levels. A total of 9 genes

Cancer S¢i | January 2015 | vol. 106 | no.1 | 118
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were commonly upregulated and 9 were commonly downregu-
lated in I-GIST at both the protein and mRNA Ievel (Suppl.
Fig. lc and Table 2). CD34 protein and mRNA had been pre-
viously reported to be downregulated in I-GIST,“%' and our
present study identified CD34 as a commonly downregulated
gene in 1-GIST (Table 2). Therefore, the other genes that were
identified in our study may also be potentially related to the
tumor site, and probably contribute to the malignant behavior
of I-GIST.

The promyelocytic leukemia gene (PML) was included
among the 9 genes that were commonly downregulated
(Table 2 and Fig. S4). PML protein was originally identified
as a fusion partner of the retinoic acid receptor-o (RARw) in
the transforming protein (PML-RAR) found in acute prom-
yelocytic leukemias.®> PML functions as a tumor suppressor
that controls apoptosis, protein synthesis, the cell cycle, cellu-
lar proliferation and genomic stability.®> Loss of PML has
been reported in breast cancer, gastric cancer and small cell
lung cancer, but not in GIST.®* In addition, PML is located
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on chromosome 15q, which is frequently lost in I-GIST,*”
suggesting that the decreased level of PML might reflect
genomic alteration in I-GIST. With these notions, we further
explored PML expression in GIST and its clinical utility.
Promyelocytic leukemia as a potential novel prognostic marker
in gastrointestinal stromal tumors. Western blotting of the
samples used for proteomic analysis revealed that PML pro-
tein was downregulated in I-GIST. being consistent with the
result of the proteomic analysis. Moreover, we found that
PML protein was also downregulated in the tumor of S-GIST
obtained from patients who developed postoperative recur-
rence (Fig. 1d). We then analyzed the expression of PML
mRNA in 23 cases of S-GIST using the transcriptome data-
set. The appropriate cut-off value for the prediction of post-
operative recurrence was set at —0.094 with a sensitivity of
88.2% and a specificity of 50.0% by the receiver operating
characteristic curve (Suppl. Fig. S5). We divided 23 cases
into two groups showing high (n = 18) and low (n=25)
expression by this value. Kaplan—Meier analysis demonstrated

ot

gt
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e

40 - PML-negative (n = 58)
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Immunohistochemical validation study of promyelocytic leukemia (PML) expression. PML is diffusely positive in gastrointestinal stromal

tumors (GIST) of the stomach (S-GIST) (a), whereas it is focally positive in 5-GIST with recurrence (b), and it is not expressed in GIST of the small
intestine (c). Kaplan-Meier analysis of recurrence-free survival according to PML expression in samples from multiple clinical facilities (d).
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that the RES period of patients with low expression of PML
mRNA was significantly shorter than that of patients with
high expression (P = 0.041) (Fig. le). PML was downregulat-
ed not only in [-GIST but also in S-GIST showing malignant
behavior, and has the potential to be a novel prognostic mar-
ker in GIST.

Immunohistochemical validation study using gastrointestinal
stromal tumor cases from multiple clinical facilities. We validated
the correlation of PML expression with the tumor site and
patients’ outcome using immunohistochemistry in 254 addi-
tional samples from the National Cancer Center Hospital
(156 cases) and Niigata University Hospital (98 cases). PML
immunostaining showed a nuclear speckled pattern or a diffuse
nucleoplasmic pattern (Fig. 2a-c). Vascular endothelial cells
were strongly positive for PML expression, as described in a
previous report. ™ Among the 254 cases, 196 cases (77.2%)
showed diffusely positive staining and were classified as PML-
positive. The remaining 46 cases (18.1%) showing focal posi-
tivity and 12 cases (4.7%) that were negative were classified
as PML-negative. Thirty-six of 211 cases with S-GIST

www.wileyonlinelibrary.com/journal/cas

(17.0%), 12 of 22 cases with I-GIST (54.5%) and 10 of 21
cases arising in other organs (47.6%) showed PML-negative,
the differences being statistically significant (P < 0.001).
Expression of PML was also correlated with tumor size (P <
0.001), mitosis (P < 0.001) and NIH consensus criteria (P <
0.001) as well as the twmor site (Table 3). Kaplan—Meier
survival analysis showed that the S-year RES rate was signifi-
cantly lower for PML-negative than for PML-positive cases
(60.1% vs 91.7%; P < 0.001) (Table 3 and Fig. 2d). Tumor
site, histologic subtype. tumor size, mitosis and NIH consensus
criteria were also significantly correlated with RFS in the
univariate analysis. The correlation coefficient between NIH
consensus criteria and tumor size was 0.78. and that between
NIH consensus criteria and mitosis was 0.71 (Suppl. Table
S9). They were especially high among those between other
variables. Therefore, twmor size and mitosis were excluded
from the variables entered into the Cox proportional hazards
model to avoid multicollinearity. As a result. PML negativity
was an independent unfavorable prognostic factor (hazard
ratio [HR] = 2.739; P = 0.001) in addition to an indicator of a

Table 3. Correlations between clinicopathological characteristics and immunohistochemical expression of PML and survival analysis in the 254

GIST patients of the NCCH and Niigata University Hospital

PML expression

Number of patients

Univariate analysis Multivariate analysis]

Variable . N P-value
(N =254) (;O:It;;:) T;g:t;;;a F;);eea(r;: )F: P-value Hazard ratio 95% Cl P-value

Age

<60 103 75 28 0.173 78.5 0.184 Not included

=60 151 121 30 88.8
Gender

Female 130 95 35 0.112 88.8 0.199 Not included

Male 124 101 23 80.2
Tumor site

Stomach 211 175 36 <0.001 88.7 <0.001 1.000

Small intestine 22 10 12 58.1 2.130 0.985-4.609 0.055

Other 21 " 10 71.1 1.531 0.686-3.418 0.298
Histologic subtype

Spindle 198 157 41 0.350 90.7 <0.001 1.000

Epithelioid 17 13 4 70.6 1.849 0.740-4.618 0.188

Mixed 37 25 12 57.0 1.699 0.859-3.359 0.128

Unknown$§ 2 1 1 — — — —
Size {(cm)

<5 154 132 22 <0.001 93.3 <0.001- Not included

5.1-10.0 75 50 25 75.7

>10 25 14 11 58.8
Mitosis (/50 HPF)

<5 185 155 30 <0.001 95.0 <0.001 Not included

6-10 43 27 16 73.2

>10 26 14 12 28.2
Risk classificationf

Very low or low 122 107 15 <0.001 96.6 <0.001 1.000

Intermediate 71 56 15 91.4 2.808 0.937-8.411 0.065

High 61 33 28 52.5 13.121 4,877-35.301  <0.001
PML expression

Positive 196 — — 91.7 <0.001 1.000

Negative 58 — o 60.1 2.739 1.498-5.006 0.001

tFive-year RFS rates were estimated by the Kaplan-Meier method. {In addition to PML expression status, covariates of tumor site, histologic sub-
type and recurrence risk classification were included in the multivariate analysis. §Two cases of unknown histologic subtype were not included in
the survival analysis. §Recurrence risk was classified according to the NIH consensus criteria. Cl, confidence interval; GIST, gastrointestinal stromal
tumors; HPF, high power fields; PML, promyelocytic leukemia; RFS, recurrence-free survival.

© 2014 The Authors. Cancer Science published by Wiley Publishing Asia Pty Ltd
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high-risk of recurrence according to the NIH consensus criteria
(HR = 13.121; P < 0.001). :

We then examined the prognostic value of PML expression
in cases stratified according to the tumor site or NIH consensus
~ criteria (Fig. 3). In the S-GIST group, the 5-year RFS rate was

61.2% for PML-negative cases and 94.2% for PML-positive
cases (P < 0.001; Fig. 3a). In contrast, in the I-GIST and other
anatomical tumor site group, the difference between PML-
positive and negative cases was not statistically significant
(Fig. 3b.c). With regard to the NIH consensus criteria. the
RFS rate was significantly lower in PML-negative than in
PML-positive cases within each risk group (Fig. 3d-f).

Discussion

The prognosis of GIST patients differs according to the tumor
site; I-GIST show more aggressive behavior than S-GIST.!'V
Genome-wide global studies have revealed differences in KIT
or PDGFRA mutations, gene expressions and chromosomal
aberrations between I-GIST and S-GIST.“*” These observa-
tions suggest that further exploration of these molecular aber-
rations associated with the tumor site would yield clues to
understanding the molecular background of the malignancy in
GIST, thus widening the clinical options available to GIST
patients.

This is the first report of the integrated proteomic and tran-
scriptomic analysis of GIST aimed at exploring the molecular
differences associated with the tumor site and prognostic bio-
markers. The proteome is the functional translation of the
genome, by which tumor cell phenotypes are directly regu-
lated. Therefore, the proteomic analysis has considerable
potential for discovery of biomarkers based on the molecular
backgrounds of tumor malignancy. Proteomics can identify
many proteins showing differential expressions. Thus, selec-
tion and validation of biomarker candidates is critical in the
biomarker study. Recently, transcriptome data for well char-
acterized clinical materials became publically available, and
meta-analysis has been performed to assess the clinical utili-
ties of biomarker candidates at the mRNA level. This is in
contrast to proteome data, as few such data for clinical mate-
rials are publicly available. For proteins whose expression
levels show concordance with those of the corresponding
mRNA, it is possible to verify their utility as biomarkers
using western blotting and immunohistochemistry at the pro-
tein level, or RT-PCR and meta-analysis of public transcrip-
tomic data at the mRNA level. Against this background, we

challenged the biomarker discovery at both the protein and.

mRNA levels.

We identified PML as a commonly downregulated gene in I-
GIST at both the protein and mRNA levels. PML regulates
oncogenic pathways such as the cell cycle. apoptosis and
angiogenesis through interaction with pRB. p53, MDMZ2.
PTEN, mTOR and HIF-10.%* PML is one of the tumor sup-
pressor genes. and its loss leads to alteration of these path-
ways. These oncogenic pathways reported to play a major role
in the molecular biology of GIST through the constitutive acti-
vation of KIT or PDGFRA signaling (Suppl. Fig. S6). GIST
with high-risk of recurrence show significant changes in genes
that regulate the cell cycle.®” 7P53 mutations. p53 overex-
pression and MDM?2 amplification are correlated with poor out-
come in GIST patients.®**” The PI3K-mTOR signaling
pathway is one of the most important for growth of GIST
cells.®® HIF-1q plays an important role in GIST angiogenesis.
and high expression is correlated with recurrence and metasta-
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sis.“%" Therefore, downregulation of PML might contribute to
the malignant behavior of I-GIST.

We validated the association of PML expression with the
tumor site and confirmed its prognostic utility in additional
cases of GIST from multiple clinical facilities using immuno-
histochemistry. Downregulation of PML expression was sig-
nificantly associated with not only I-GIST, but also a larger
tumor size, higher mitotic count and higher risk of recurrence
(Table 3). These results are consistent with the abovemen-
tioned tumor suppressive function of PML because these find-
ings reflect higher cell proliferation based on dysregulation of
the cell cycle or apoptosis. Survival analysis showed that
PML expression was significantly correlated with the RFS per-
iod; identical results were obtained in cases stratified accord-
ing to their institutions of origin (Suppl. Fig. S7 and S8;
Suppl. Tables S10 and S11). The stratified survival analysis
showed that PML expression was significantly correlated with
the RFS period in the S-GIST group. but not in the I-GIST
and other sites group. Therefore, PML could be applied as a
prognosticator to patients with S-GIST. I-GIST and GIST aris-
ing from other sites were minorities in GIST, and the number
of cases examined was small. Further analyses are needed to
elucidate the benefit of PML evaluation in these types of
GIST.

Recent studies indicated that adjuvant imatinib administra-
tion was relevant for NIH high-risk patients, but the evidence
on intermediate-risk patients is insufficient.” In our analysis,
prognostic significance of PML expression was independent
from that of NIH consensus criteria. PML expression could
clearly distinguish between better and worse prognosis of
patients within the NIH intermediate-risk group. and the 5-year
RFS rate of the PML-negative cases was 71.8%. Thus, PML
evaluation to select patients suitable for adjuvant therapy with
imatinib may be applicable to the intermediate-risk group.
However, the difference of RFS according to PML expression
in the NIH very low or low-risk group was statistically signifi-
cant, but PML-negative cases had relatively good prognosis;
the 5-year survival rate was 86.2%. Therefore, adjuvant imati-
nib administration is considered as over-treatment for patients
in the NIH very low or low-risk group regardless of PML
expression. However, further prospective analyses are neces-
sary to clarify the utility of PML evaluation for an optimiza-
tion of the adjuvant therapy.

Our study was limited in that we did not examine the
molecular functions of PML in vivo and in vitro. Recently,
inhibition of the PML degradation pathway using a proteasome
inhibitor has been show to preserve its expression, thus
making it an attractive approach for anti-cancer therapy.“*”
We examined the effects of a proteasome inhibitor on PML
protein expression in GIST cells (GIST-T1), and found that
the inhibitor did not preserve PML protein expression, proba-
bly because it is controlled predominantly at the mRNA level
and not at the protein degradation level in GIST cells (Suppl.
Fig. S9). Further analysis of the functional significance of
PML will lead to a more detailed understanding of the disease
mechanisms of GIST, thus helping to reveal novel therapeutic
modalities.

In conclusion, through integrated proteomic and transcrip-
tomic analysis, we demonstrated differential expressions of 18
genes associated with the tumor site. Among them, we identi-
fied PML, a tumor suppressor gene, as a commonly downregu-
lated gene at both the protein and mRNA levels in I-GIST.
Using additional cases from multiple clinical facilities, we suc-
cessfully validated the association of PML downregulation

© 2014 The Authors, Cancer Science published by Wiley Publishing Asia Pty Ltd
on behalf of Japanese Cancer Association.
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with I-GIST and a shorter RFS period. Prognostication using
PML expression may help to optimize the treatment strategy
for GIST patients.
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Fig. 81. Unsupervised analysis according to the protein expression of 2555 genes.

Fig. S2. Unsupervised analysis according to the mRNA expression of 2555 genes.

Fig. S3. Heat-map of the 132 genes (223 probes) showing differences in mRNA expression between S-GIST and I-GIST.

Fig. 84. The difference in promyelocytic leukemia (PML) expression between S-GIST and I-GIST revealed by proteomic and transcriptomic
analysis.
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Fig. 85. Receiver operating characteristic curve of promyelocytic leukemia (PML) mRNA expression as a discriminator of recurrence status in the
S-GIST group.

Fig. S6. Schema of the interaction between promyelocytic leukemia (PML) and gastrointestinal stromal tumors (GIST) oncogenic pathways lying
downstream of KIT or PDGFRA.

Fig. S7. Immunohistochemical validation study of promyelocytic leukemia (PML) expression in the 156 gastrointestinal stromal tumors (GIST)
cases from the National Cancer Center Hospital.

Fig. S8. Immunohistochemical validation study of promyclocytic leukemia (PML) expression in the 98 gastrointestinal stromal tumors (GIST)
cases from Niigata University Hospital.

Fig. 89. Effects of a proteasome inhibitor, bortezonib, on promyelocytic leukemia (PML) expression in GIST-T1 cells.

Table S1. Clinicopathological characteristics of the 156 gastrointestinal stromal tumors (GIST) cases from the National Cancer Center Hospital.
Table S2. Clinicopathological characteristics of the 98 gastrointestinal stromal twmors (GIST) cases from Niigata University Hospital.

Table S3. Clinicopathological characteristics of the sumples used in the transcriptomic analysis.

Table S4. Details of 2555 proteins analyzed by Progenesis LC-MS.

Table S5, Details of peptides assigned to 2555 proteins.

Table 86. Genes ditferentially expressed at the protein level in I-GIST.

Table S7. Details of 6004 probes corresponding to 2555 genes identified in the proteomic analysis.

Table S8. Genes differentially expressed at the mRNA level in I-GIST.

Table S9. The correlation coefficients between the clinicopathological characteristics.

Table S10. Correlations between clinicopathological characteristics and inwmunohistochemical expression of promyelocytic leukemia (PML) and
survival analysis in gastrointestinal stromal tumors (GIST) cases from the National Cancer Center Hospital,

Table S11. Correlations between clinicopathological characteristics and immunohistochemical expression of promyelocytic leukemia (PML) and
survival analysis in gastrointestinal stromal tumors (GIST) cases from Niigata University Hospital.
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ABSTRACT: Alveolar soft part sarcoma (ASPS) is an
exceedingly rare sarcoma refractory to standard chemotherapy.
Although several molecular targeting drugs have been applied
for ASPS, their clinical significance has not yet been established,
and novel therapeutic strategies have long been required. The
aim of this study was to identify proteins aberrantly regulated in
ASPS and to clarify their clinical significance. Protein expres-
sion profiling of tumor and nontumor tissues from 12 ASPS
patients was performed by 2-D difference gel electrophoresis
and mass spectrometry. We found that the expression of 145
proteins differed significantly. Among them, further inves-
tigation was focused on the SET protein, which has multifunc-
tional roles in cancers. Immunohistochemistry confirmed over-
expression of SET in all 15 ASPS cases examined. Gene
silencing of SET significantly decreased cell proliferation,
invasion, and migration against a background of induced
apoptosis. SET is known to be an inhibitor of phosphatase 2A
(PP2A), which functions as a tumor suppressor by inhibiting

ic target in Alveolar Soft Part Sarcoma
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FYN720 decreased cell
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the signal transduction pathway and inducing apoptosis. We found that a PP2A activator, FYN720, decreased cell proliferation
through apoptosis. Together, our findings may suggest the possible contribution of SET to the tumor progression and the utility of

FYN720 for treatment of ASPS.

1. INTRODUCTION

Alveolar soft part sarcoma (ASPS) is an exceedingly rare sarcoma
that accounts for fewer than 1% of all soft tissue sarcomas.
While patients can often achieve prolonged survival after surgery,
even if metastases are present, most eventually succumb to the
disease as a result of late metastasis. Both standard cytotoxic
chemotherapy and radiation therapy have no significant survival
advantage, and an effective molecular targeting drug has long
been sought. ASPS is characterized by the presence of
chromosomal rearrangement at 17q25 and Xp11.2, engendering
a fusion gene, ASPSCRI-TFE3, which is a superactivated
chimeric transcription factor.” Recent global gene expression
profiling has identified an array of genes that are possibly
regulated by the ASPSCRI1-TFE3 fusion gene, and these genes
include potentially therapeutic targets.>™> One of the critical
genes induced by ASPSCR1-TFE3 and playing a role in disease
progression is the angiogenesis-promoting oncogene, MET.?
This molecular background has led to the introduction of
antiangiogenic agents such as INF-alpha,®® bevacizumab,”*°
sunitinib,"* "2 and cediranib for ASPS. The clinical efficacies of
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these novel molecular targeting agents will be validated in large-
scale clinical studies.

In the present investigation, in order to clarify the molecular
pathogenesis of ASPS and identify proteins that might have
clinical utility, we performed a proteomic study of ASPS. While
proteomics has been applied to a variety of cancers to identify
biomarkers and therapeutic targets,"* no proteomics study of
ASPS has been reported, except for one in which only one
formalin-fixed and paraffin-embedded ASPS tissue was examined
using a shotgun approach.’® We identified proteins that were
uniquely expressed in the tumor tissues, and further focused on
one oncogene product, suppressor of variegation, enhancer of
zeste, and trithorax (SET), which was originally reported as
a chimeric gene in acute myelocytic leukemia.’® We confirmed
the overexpression of SET in ASPS by Western blotting and
immunohistochemistry and verified the functional significance of
SET by a gene-silencing assay. SET is a specific inhibitor of a
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tumor suppressor, phosphatase 2A (PP2A),"” which is deregu-
lated in several malignancies.m We revealed that a PP2A activator,
FYN720, exerted antitumor effects on ASPS cells. Our study
reveals novel aspects of SET in ASPS and suggests possible
therapeutic application of a PP2A inhibitor for this malignancy.

2. MATERIALS AND METHODS

2.1. Patients, Cell Line, and Protein Samples

This study included all 15 cases of ASPS that had been diagnosed
and treated at the National Cancer Center Hospital between
1996 and 2010. Metastasis was diagnosed by computed tomo-
graphy. For proteomics, tumor samples were obtained from
12 cases at the time of surgery, snap frozen in liquid nitrogen,
and stored until use. The adjacent nontumor tissues were also
obtained from areas distant from the tumor margin in 8 of these
12 cases. Immunohistochemistry was performed for all 15 ASPS
cases including the 12 cases used for proteomics. Clinical
information on the 15 patients is detailed in Table 1. Protein

Table 1. Summary of Clinicopathological Data of the 15 ASPS
Patients

no. gender  age location metastasis
ASPS-1 female 28  femur none
ASPS-2 female 26  retroperitoneal recurrence, spleen, bone
ASPS-3 female 23 pelvis neck, brain
ASPS-4 female 23  buttock lung

ASPS-S female 16  femur lung

ASPS-6 male 35  extremity bone, lung, brain
ASPS-7 female 29  buttock lung
ASPS-8 female 14  extremity none
ASPS-9 male 33 extremity lung
ASPS-10 female 27  pelvis lung
ASPS-11  female 33  pelvis lung
ASPS-12 male 31  femur lung
“ ASPS-13  female 47  primary unknown  brain
ASPS-14  female 26  extremity brain, lung
ASPS-15  female 23  extremity brain, lung

contents of the primary tumor tissues were examined in three
cases each of gastrointestinal stromal tumor, osteosarcoma,
rhabdomyosarcoma, and epithelioid sarcoma (Supplementary
Table 1 in the Supporting Information). Protein extracts from
normal tissues were obtained from BioChain (Newark, CA). The
ASPS cell line ASPS-KY was kindly provided by Dr. Y Miyagi
(Kanagawa Cancer Center Research Institute, Kanagawa, Japan).
ASPS-KY was cultured in DMEM (supplemented with 10% fetal
bovine serum, 1 mmol/L sodium pyruvate, 1 X nonessential
amino acids, and 2 mmol/L glutamine) and incubated at 37 °Cina
humidified 5% CO, atmosphere. This project was approved by the
ethical review board of the National Cancer Center, and signed
informed consent was obtained from all of the patients included.

2.2, Protein Expression Profiling

Proteins were extracted from frozen tissues in accordance with
our previous report.'” In brief, frozen tissues were crushed to
powder with a Multibeads shocker (Yasui Kikai, Osaka, Japan)
in liquid nitrogen. The frozen powder was then treated with
urea lysis buffer (6 M urea, 2 M thiourea, 3% CHAPS, 1% Triton
X-100) and centrifuged at 15000 rpm for 30 min. The super-
natant was recovered and stored at —80 °C until use.

Protein expression profiling was performed by 2D-DIGE
with our original large-format electrophoresis apparatus.'

The experiment design for the 2D-DIGE experiments is
overviewed in Figure 1A. In brief, the internal standard sample
was created by mixing equal portions of all individual samples.
Five micrograms each of the internal standard sample and
individual sample were labeled with Cy3 and CyS, respectively
(CyDye DIGE Fluor saturation dye, GE, Uppsala, Sweden).
These differently labeled protein samples were mixed and
separated according to isoelectric point and molecular weight.
The first-dimension separation was achieved using Immobiline
pH gradient DryStrip gels (24 cm long, pl range 4—7, GE) and
Multiphor 1 (GE). The second-dimension separation was
achieved by SDS-PAGE using our original large-format electro-
phoresis apparatus (33 cm separation distance, Biocraft, Tokyo,
Japan).'? The gels were scanned using laser scanners (Typhoon
Trio, GE) at appropriate wavelengths for Cy3 or CyS (Figure
1B). For all protein spots, the CyS intensity was normalized with
the Cy3 intensity in the same gel using the ProgenesisSameSpots
software package version 3 (Nonlinear Dynamics, Newcastle-
upon-Tyne, U.K.). All samples were examined in triplicate gels,
and the mean normalized intensity value was calculated.
The experimental reproducibility of 2D-DIGE was examined
by running the identical sample three times and evaluating the
correlation of the protein spot intensities on a scatter gram
(Figure 1C). Mass spectrometric protein identification was
performed according to our previous report.'® In brief, 100 ug of
the protein sample was labeled with CyS and separated by 2D-
PAGE as previously mentioned. Protein spots were recovered
from the gels by an automated spot recovery machine (Molecular
Hunter, AsOne, Osaka, ;apan) and subjected to manual in-gel
digestion using trypsin.1 The tryptic digests were subjected to
liquid chromatography coupled with nanoelectrospray tandem
mass spectrometry (Finnigan LTQ Orbitrap XL mass spectro-
meter, Thermo Electron, San Jose, CA). The Mascot software
package (version 2.2; Matrix Science, London, U.K.) was used
to search for the mass of each peptide ion peak against the
SWISS-PROT database (Homo sapiens, 471 472 sequences in the
Sprot-57.5 fasta file). Proteins with a Mascot score of 34 or more
were considered to be positively identified.

2.3. Western Blotting

Five microgram portions of the protein samples were separated
by SDS-PAGE (ATTO, Tokyo, Japan). The separated proteins
were subsequently blotted on a nitrocellulose membrane and
incubated with a monoclonal antibody against SET (1:1000
dilution, Abcam, Cambridge, MA), pAKT(1:500 dilution, BD
Bioscience, Franklin Lakes, NJ), Bad (1:500 dilution, BD), Bid
(1:500 dilution, BD), and actin (1:5000, Abcam). The membrane
was then reacted with horseradish-peroxidase-conjugated secon-
dary antibody (1:3000 dilution, GE), processed using enhanced
chemiluminescence reagents (ECL Prime, GE), and scanned with
a LAS-3000 laser scanner (FujiFilm, Tokyo, Japan).

2.4. Immunohistochemistry

The most representative areas of tumor and nontumor tissues
were sampled for tissue microarray (TMA). The TMAs were
assembled with a tissue array instrument (Azumaya, Tokyo,
Japan). To reduce sampling bias due to tumor heterogeneity, we
used two replicate 2.0-mm-diameter cores from different areas of
individual tumors. The TMA consisted of 15 cases of ASPS,
including samples from the 12 cases (ASPS1—12) subjected to
2D-DIGE and from 3 newly enrolled cases (ASPS13—15, Table 1),

The expression levels of SET were examined immunohisto-
chemically. In brief, 4-um-thick formalin-fixed, paraffin-embed-
ded tissue sections and TMAs were autoclaved in 10 mmol/L
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Figure 1. Overview of experiment workflow using 2D-DIGE. (A) Individual samples and internal standard sample were labeled with two different
fluorescent dyes, mixed together, and separated by 2D-PAGE. (B) Typical gel image of 2D-DIGE. The protein spot numbers correspond to those in
Figure 2, Table 2, and Supplementary Tables 2 and 3 in the Supporting Information. The enlarged image is provided in Supplementary Figure 1 in the
Supporting Information. (C) Technical reproducibility was examined by running one identical sample three times. Note that the intensity of at least
93.5% of the protein spots was scattered within a two-fold difference, and the overall correlation coefficient was more than 0.9.

citrate buffer (pH 6.0) at 121 °C for 30 min and incubated with
anti-SET antibody (1:500 dilution, Abcam) for 1 h. Immunos-
taining was carried out by the streptavidin—biotin peroxidase
method using an ABC complex/horseradish peroxidase kit
(DAKO, Glostrup, Denmark). One pathologist (AY.) and one
clinician (D.K.) reviewed the stained sections.

2.5. Gene Silencing Assay

SET-specific siRNAs were purchased from Sigma-Aldrich, and
control stealth siRNA was from Life Technologies. The target se-
quences were 5'-rGrCrAUUrAUUUrGrArCrCrArGrArGUUTT-3'

(siRNA-1), 5'-rCrArGrArGUUrGrArArGUrGrArCrArGrArATT-
3’ (siRNA-2), and §'-rGrCrAUUrAUUUrGrArCrCrArGrArGU-
UTT —3' (siRNA-3). A total of 5 X 10> ASPS cells, ASPS-KY, were
seeded into each well of a 96-well plate (Coaster, Cambridge,
MA). The following day, the cell monolayer was washed with
prewarmed sterile phosphate-buffered saline. Cells were trans-
fected with the appropriate siRNA using DharmaFECT trans-
fection reagents (Thermo Fisher, Waltham, MA) in accordance
with the manufacturer’s protocol. Twenty-four hours later
the culture medium for the transfected cells was switched to
medium A, whereas the conditioned medium was not changed.
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2.6. Cell Proliferation and Invasion Assay

To examine the effects of SET and an inhibitor for PP2A on the
ASPS cells, cell proliferation was examined after treatment with
siRNAs or a PP2A activator, FTY720 (Selleck Chemicals,
Houston, TX). FTY720 was dissolved with dimethyl sulfoxide
(DMSO, Wako, Osaka, Japan), and added to the culture medium
at an appropriate concentration. Cell proliferation was examined
by the tetrazolium-based colorimetric MTT assay. In brief, the
cells were transfected with the appropriate siRNA using
DharmaFECT transfection reagent for 24 h. Alternatively, the
cells were incubated with various concentrations of FTY720.
Then, 20 uL of the reagent from Cell Counting Kit-8 (Dojindo,
Kumamoto, Japan) was added to each well containing ASPS-KY
cells. After 2 h of incubation, the optical density was measured
at a wavelength of 450 nm using a microplate reader (SAFARI,
TECAN, Minnedorf, Switzerland). Cell invasion before and
after the treatments was evaluated using the BD BioCoat Invasion
Chamber (BD Bioscience) in accordance with the manufacturer’s
protocol. In brief, the cells were transfected with the appropriate
siRNA using DharmaFECT transfection reagent for 24 h. The
cells were seeded onto the membrane in the upper chamber of the
trans-well at a concentration of § X 10° in 500 L of serum-free
medium. The medium in the lower chamber contained 10% fetal
calf serum as a source of chemoattractants. Cells that passed
through the Matrigel-coated membrane were stained with Diff-
Quick (Sysmex, Kobe, Japan), and the cells were counted.

All experiments were performed at least three times, in
duplicate or triplicate, and statistical significance was calculated
by t test using the SPSS statistical software package (IBM,
Armonk, NY).

3. RESULTS

3.1. Protein Expression Profiling Identifies the Set
Oncogene Product in ASPS

Protein expression profiles were created by 2D-DIGE, which
is advantageous in that gel-to-gel variations can be compensated
for by normalizing the expression data for individual samples
with those of the common internal standard sample using two
different fluorescent dyes (Figure 1A). Such normalization was
performed for 2300 protein spots (Figure 1B, the enlarged image
is Supplementary Figure 1 in the Supporting Information, and
the intensity of all 2300 protein spots is shown in Supplementary
Table 2 in the Supporting Information). The large-format
electrophoresis apparatus and the internal standard sample
resulted in highly reproducible protein expression profiling, as
shown by scatter gram for three independent experiments on one
identical sample (Figure 1C).

The comparison between tumor and nontumor tissues
resulted in the identification of 145 protein spots showing
significant differences in intensity (p value less than 0.01 and
more than two-fold intensity difference, Figure 2 and Table 2).
Mass spectrometry detected the corresponding proteins for these
145 spots. The differential intensities of the protein spots and
the results of protein identification are summarized in Figure 2.
Detailed data for the identified proteins and supportive data for
positive protein identification are provided in Supplementary
Table 3 in the Supporting Information.

3.2. Immunological Validation of SET Overexpression in
Primary Tumor Tissues of ASPS

We focused in detail on the higher expression of the SET
oncogene product. The product of the SET is a multifunctional
protein contributing to progression of various cancers and is
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Figure 2. Protein spots with different intensities and their annotation by
mass spectrometry. Differences in the intensity of protein spots between
tumor tissues and noncancerous adjacent tissues are exhibited in the
form of a heat-map. Any intensity showing more than a two-fold
difference with statistical significance (p < 0.05) was considered to be
positive. Mass spectrometry annotation of the protein spots is
demonstrated on the right side of the heat-map.

considered to be a therapeutic target.”® By Western blotting, we
confirmed the overexpression of SET in tumor tissues compared
with noncancerous adjacent normal tissues (Figure 3A). SET was
observed as a single band with the expected molecular weight
(Figure 3A). Immunohistochemistry demonstrated nuclear
localization of SET with preferential expression in tumor cells
relative to nontumor cells (Figure 3B). We confirmed the
overexpression of SET in the 15 cases of ASPS (Supplementary
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Table 2. Summary of Proteins with Differential Expression between ASPS Tumor Tissues and Nontumor Tissues
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