





Figure V Margariti et al
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Figure V: 14-3-3 { directly interacts with HDAC7, but not with B-catenin.

Co-immunoprecipitation experiments have been performed with the 14-3-3 { antibody in HUVECs over-expressing HA-tagged HDAC?7.

The binding with native HDAC7, HA tag and B-catenin were tested.
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Figure VI Margariti et al
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Figure VI: VEGF treatment suppresses HDAC7 transcription.

(A) Luciferase reporter assays show that VEGF decreases HDAC?7 transcription. HUVECs were transfected with HDAC7 promoter luciferase reporter
gene and treated with VEGF (20 ng/ml) for 24 hours, followed by luciferase activity assay. Renilla-luciferase reporter was included as internal control.
*p<0.05. (B) Routine RT-PCR reveals that VEGF decreased HDAC7 mRNA level. B-actin is used as a loading control. (C) VEGF suppresses HDAC7
expression at the RNA level tested by real-time PCR after 24h VEGF treatment. The data shown are representative of three independent experiments.
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Figure VII Margariti et al
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Figure VII: Reduced B-catenin nuclear translocation is observed upon Wnt3a stimulation in HUVECs over-expressing Ad-HD7.
HUVEC:s infected with Ad-tTA or Ad-HD7 and stimulated with Wnt3a ligand and the B-catenin nuclear translocation was observed by double
Immunofluorescence staining. Bars 100um. The data shown are representative of two independent experiments.
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Figure Vil Margariti et al
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Figure VIII: Mutant versus wild type HDAC7 on EC proliferation

The mutant HDAC?7, which is localised to the nucleus and is unable to be phosphorylated and translocated to the cytoplasm was compared with wild
type HDAC7 on EC proliferation. Cell counts reveal that the mutant HDAC7 ablates EC proliferation only in response to VEGF. However, the wild
type HDAC7 suppresses EC proliferation with or without VEGF stimulation. The data presented were representative of four independent
experiments.
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Table I: PCR primers

Gene

Primers

Acc No.

HDAC1
HDAC3
HDAC5
HDACS8
HDAC10
1d2
TCF-1
HDAC?7
B-catenin
LEF1
TCF3-TV1
Cyclin D1
Cyclin E1
E2F2

Axin 2

5'-GCTCAACTATGGTCTCTACC-3'
5'-CAGTTCACAGCGATGTCCGTC-3'
5'-CATCTCTGCTGGTAGAAGAGG-3'
5'-CATCATAGAACTCATTGGGTG-3'
5'-CTCTACACGTCTCCTTCTCTG-3'
5'-GCATGACCAGCTGCTGCAGG-3'
5'-ATCTCAATGATGCTGTCCTGG-3'
5'-CATGATCTGGGATCTCAGAGG-3'
5'-TGGCACCGCTATGAGCATGG-3'
5'-CTCTAGGGCACTCTGACATGG-3'
5’-GACTACATCTTGGACCTGCAG-3
5’-GCTTATTCAGCCACACAGTGC-3’
5’-TCAATCTGCTCATGCATTACC-3’
5’-AGGTCAGGGAGTAGAAGCCAG-3’
5'-CCCAGTGTGC TCTACATTTCCC-3'
5' CACGTTGACATTGAAGCCCTC-3'
5'- GCTGCTGTTTTGTTCCGAATGT-3'
5'- GCCATTGGCTCTGTTCTGA AGA-3'

5'- AGAGAAAGGAGCAGGAGCCAAA-3'

5'- ACACTCAGCAACGACATTCGC-3'
5'- CTCGGTCATCCT GAACTTGGAG-3'
5'- CCACACCTGACACCTTTTCCTC-3'
5'- CCC GCACGATTTCATTGAAC-3'
5'- GCGGATTGGAAATGAACTTCAC-3'
5'- GAAGGCCCTTAAGTGGCGTTT-3'
5'- TGCGGCAGTAGCACTTCATGT-3'
5'- GGCGCATCTATGACATCACCA-3'
5'- GGTCTTCAAACATTCCCC TGC-3'

5'>AGTGTGAGGTCCACG GAAAC<3'
5'>TGGTGCAAAGACATAGCCAG<3'

(NM_004964, NM_008228)
(NM_010411, NM_003833)
(NM_005474, BC060609)
(NM_018486, BC061257)
(NM_032019, BC064018)
(NM_002166)

X59870

(AF207749)
(NM_001098209)
(NM_001130713)
(NM_003200)

(BCO00076)

(NM_001238)
(NM_004091)

(NM_004655)
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Table II: Detailed information for the peptides of the proteins identified after IP for HA from Ad-HDAC7 compared to Ad-tTA control virus-infected HUVECs

Sample Protein name accession number Mw (Da) Probability Unique peptides Unique spectra Total spectra Sequence coverage
A 14-3-3 protein zeta/delta 1433Z_HUMAN 27,727.90 100.00% 4 4 7 20.00%
Position Peptide sequence Xcorr DCn +2H +3H Calculated MH+ Mass (AMU)
12-27 LAEQAERYDDMAACMK 4.63 0.479 0 2 1,933.81
28-41 SVTEQGAELSNEER 5.05 0.528 1 0 1,548.71
42-49 NLLSVAYK 2.63 0.133 2 0 907.53
128-138 YLAEVAAGDDK 3.54 0.470 2 0 1,151.56
Sample Protein name accession number Mw (Da) Probability Unique peptides  Unique spectra  Total spectra Sequence coverage
A 14-3-3 protein gamma 1433G_HUMAN 28,285.10 100.00% 4 4 7 19.40%
Position Peptide sequence Xcorr DCn +2H +3H Calculated MH+ Mass (AMU)
13-28 LAEQAERYDDMAAAMK 4.65 0.132 0 2 1,844.82
29-42 NVTELNEPLSNEER 5.01 0.636 2 0 1,643.79
43-50 NLLSVAYK 2.63 0.133 2 0 907.53
133-142 YLAEVATGEK 3.15 0.367 1 0 1,080.56
Sample Protein name accession number Mw (Da) Probability Unique peptides  Unique spectra  Total spectra Sequence coverage
A 14-3-3 protein eta 1433F_HUMAN 28,201.60 99.00% 3 3 5 13.80%
Position Peptide sequence Xcorr DCn +2H +3H Calculated MH+ Mass (AMU)
29-42 AVTELNEPLSNEDR 5.03 0.378 0 1,586.77
43-50 NLLSVAYK 2.63 0.133 0 907.53
144-155 NSVVEASEAAYK 4.15 0.524 0 1,267.62
Sample Protein name accession number Mw (Da) Probability Unique peptides  Unique spectra  Total spectra Sequence coverage
A Heat shock protein beta-1 HSPB1_HUMAN 22,764.60 99.90% 3 3 3 8.78%
Position Peptide sequence Xcorr DCn +2H +3H Calculated MH+ Mass (AMU)
5-12 RVPFSLLR 2.25 0.188 1 0 987.61
6-12 VPFSLLR 2.26 0.126 1 0 831.51
80-89 QLSSGVSEIR 2.15 0.141 0 1,075.57
Sample Protein name accession number Mw (Da) Probability Unique peptides  Unique spectra  Total spectra Sequence coverage
B 14-3-3 protein zeta/delta 1433Z_HUMAN 27,727.90 100.00% 4 4 5 20.00%
Position Peptide sequence Xcorr DCn +2H +3H Calculated MH+ Mass (AMU)
12-27 LAEQAERYDDMAACMK 4.46 0.438 0 1 1,933.81
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Sample

Sample

Sample

Sample

Sample

Sample

Protein name
14-3-3 protein gamma

Protein name
Heat shock protein beta-1

Protein name
14-3-3 protein eta

Protein name
ADP/ATP translocase 2

Protein name
14-3-3 protein zeta/delta

Protein name
14-3-3 protein gamma

28-41
42-49
128-138
accession number
1433G_HUMAN
Position
13-28
29-42
43-50
133-142
accession number
HSPB1_HUMAN
Position
6-12
80-89
accession number
1433F_HUMAN
Position
29-42
43-50
144-155

accession number
ADT2_HUMAN
Position
73-80
273-280
accession number
1433Z_HUMAN
Position
28-41
128-138
accession number
1433G_HUMAN
Position
13-28

SVTEQGAELSNEER
NLLSVAYK
YLAEVAAGDDK
Mw (Da)
28,285.10
Peptide sequence
LAEQAERYDDMAAAMK
NVTELNEPLSNEER
NLLSVAYK
YLAEVATGEK
Mw (Da)
22,764.60
Peptide sequence
VPFSLLR
QLSSGVSEIR
Mw (Da)
28,201.60
Peptide sequence
AVTELNEPLSNEDR
NLLSVAYK
NSVVEASEAAYK

Mw (Da)
32,878.50
Peptide sequence
GNLANVIR
GAWSNVLR
Mw (Da)
27,727.90
Peptide sequence
SVTEQGAELSNEER
YLAEVAAGDDK
Mw (Da)
28,285.10
Peptide sequence
LAEQAERYDDMAAAMK

5.17
2.82
3.69
Probability
100.00%
Xcorr
5.33
4.93
2.82
3.59
Probability
99.60%
Xcorr
1.92
2.24
Probability
99.80%
Xcorr
4.57
2.82
4.25

Probability
99.80%
Xcorr
2.46
2.42
Probability
100.00%
Xcorr
4.93
3.49
Probability
100.00%
Xcorr
5.33

0.516
0.248
0.448
Unique peptides
4
DCn
0.103
0.653
0.248
0.381
Unique peptides
2
DCn
0.300
0.146
Unique peptides
3
DCn
0.432
0.248
0.586

Unique peptides
2
DCn
0.224
0.103
Unique peptides
2
DCn
0.516
0.468
Unique peptides
3
DCn
0.124

Unique spectra
4
+2H

N P P O

Unique spectra
2
+2H
1
1
Unique spectra
3
+2H

Unique spectra
2
+2H
1
1
Unique spectra
2
+2H
1
2
Unique spectra
3
+2H

0
0
0
Total spectra
5
+3H
1
0
0
0
Total spectra
2
+3H
0
0
Total spectra
5
+3H

Total spectra
2
+3H
0
0
Total spectra
3
+3H
0
0
Total spectra
4
+3H

1,548.71
907.53
1,151.56
Sequence coverage
19.40%
Calculated MH+ Mass (AMU)
1,844.82
1,643.79
907.53
1,080.56
Sequence coverage
8.29%
Calculated MH+ Mass (AMU)
831.51
1,075.57
Sequence coverage
13.80%
Calculated MH+ Mass (AMU)
1,586.77
907.53
1,267.62

Sequence coverage
5.37%
Calculated MH+ Mass (AMU)
856.50
902.48
Sequence coverage
10.20%
Calculated MH+ Mass (AMU)
1,548.71
1,151.56
Sequence coverage
16.20%
Calculated MH+ Mass (AMU)
1,844.82
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29-42
133-142
accession number
1433F_HUMAN
Position
29-42
43-50
144-155

Sample Protein name
C 14-3-3 protein eta

accession number
1433E_HUMAN
Position
30-42
43-50
131-141
131-142
143-153
245-255
accession number
1433G_HUMAN
Position
13-28
29-42
43-50
133-142

Sample Protein name

D 14-3-3 protein epsilon

Sample Protein name
D 14-3-3 protein gamma

NVTELNEPLSNEER
YLAEVATGEK
Mw (Da)
28,201.60
Peptide sequence
AVTELNEPLSNEDR
NLLSVAYK
NSVVEASEAAYK

Mw (Da)
29,157.00
Peptide sequence
VAGMDVELTVEER
NLLSVAYK
YLAEFATGNDR
YLAEFATGNDRK
EAAENSLVAYK
EALQDVEDENQ
Mw (Da)
28,285.10
Peptide sequence
LAEQAERYDDMAAAMK
NVTELNEPLSNEER
NLLSVAYK
YLAEVATGEK

4.74
3.44
Probability
99.70%
Xcorr
5.15
19
4.16

Probability
100.00%
Xcorr
4.36
2.71
3.53
3.26
3.09
3.43
Probability
100.00%
Xcorr
4.91
4.78
2.71
3.13

0.599
0.327
Unique peptides
3
DCn
0.352
0.247
0.527

Unique peptides
6
DCn
0.546
0.188
0.540
0.445
0.455
0.358
Unique peptides
4
DCn
0.118
0.623
0.188
0.371

1
Unique spectra
3
+2H

Unique spectra
6
+2H

RPN R R R

Unique spectra
4
+2H

N P, N O

0
0
Total spectra
4
+3H
0
0
0

Total spectra
7
+3H

O O © o o

0
Total spectra
7
+3H

o O o N

1,643.79
1,080.56
Sequence coverage
13.80%
Calculated MH+ Mass (AMU)

1,586.77
907.53

1,267.62

Sequence coverage
21.60%
Calculated MH+ Mass (AMU)
1,463.71
907.53
1,256.59
1,384.69
1,194.60
1,289.55
Sequence coverage
19.40%
Calculated MH+ Mass (AMU)
1,844.82
1,643.79
907.53
1,080.56
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