Supplementary Data - Figures S1-S9 & Table S1
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Figure S1 A. Mitogenic effect of PDGF, EGF and IGF-1 monitored by [*H]-thymidine incorporation. B.
Immunoblot demonstrating tyrosine autophosphorylation of different molecular weight receptors after 15
minutes exposure to the growth factors. The observed molecular weights for phospho-activated PDGFR,
IGF-1R, and EGFR were 200 kDa, 170 kDa, and 100 kDa,
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chaseimmunoblot analysis of EGFR and PDGFR degradation in growth factor treated cells.
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Figure S2 Immunofluorescence staining of the actin cytoskeleton in 3T3 cells stimulated with PDGF for
18 hr in the absence or presence of various inhibitors for the final 3 hr of stimulation. Actin filaments were
visualized by rhodamine phalloidin staining.



Analysis of protein expression in whole cell extracts from GF-stimulated Swiss 3T3 fibroblasts
Postsaparational staining with the Auorescent probe OGT MPAT anabled visualization and densitometry analysis of the protsing
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EF2 synthesis in cells stimulated with
growth factor for different length of time

Figure S3 A. 2DE comparison of protein expression in Swiss 3T3 cells treated with EGF or PDGF for 18
hr. Post-separation gel staining with the fluorescent probe OGT MP17 enabled visualization and
densitometry analysis of the proteins. EF2 isoforms are boxed by white rectangles. B. Enlarged area of **S-
autoradiograms demonstrating variations in EF2 synthesis in response to long-term EGF, IGF1, or PDGF
exposure. Both EF2 synthesis and expression levels were up-regulated in PDGF-stimulated cells.



EGF + IGF-1

Figure S4 A-E. Examples of the enhancing and suppressive effects receptor co-activation instigate on
protein synthesis in Swiss 3T3 fibroblasts. **S-labelled proteins were extracted by detergent/urea buffer
following 18 hr GF-stimulation, separated on 2D gels and visualized by phosphoimaging. Enlarged areas
of broad pH-range, non-linear IPG/PAGE gels are shown. Note, the additive, synergistic, and suppressive
effects long-term co-stimulations instigate on protein synthesis.



>
o

elF20L retinol binding protein »
1 o »
S . 0
#ﬁ_ . // 20
7 =5 pid
- 40 7 s
o PDOF
-60 ""‘m_l -0
0 6 12 18() = = m w 7w m ——=-EGE - =100
Egg;ﬁ: -iultw)gﬁggzg
C . D
cyclophilin C glucose-6-phosphate dehydrogenase
1]
b
\“\Q“‘\-. 0
“-..\\\ 10
—=— POGF N | 20
1GF-1 N |
—— EOF b3 -J_l "

m = mw W m -
LI 12 llmhgﬁg;;'; 0 6 1z lttmgggzzg
oy -
E F
c-enolase Glycyl-tENA synthetase
2 0
= PDGF
s o IGF-1 o
//_ = EOF 3
Z=——W¥r ” A A m
S — 7 ~—7
7 - / \{// .
= a i 7L w
o = m o om L
0 3 12 “""’329,2;.: s < & mow 3ZDT IO
S = am e = m=
o -
H
Annexin IV
40
7 N\ ol
L N ?
\‘-\ }( .:m 1]
ZEmTIR -0
— [ ‘ 12 18(he) s972°%
L] [ 12 I'ﬂﬂﬁagzzg .HE.“ m
o -

S-Adenosylhomocysteine hydrolase synthesis
following 18 hr RTK co-stimulation

80
60
40
—l 20
mam |,
POGF PDGF EQF
v 0 3
WGF-1 EGF 1GFA

Figure S5 Examples of temporal changes in de novo protein synthesis in response to growth factors and
their combinations. Effects of individual GF treatments over the time-course are shown to the left, and the
effect of co-stimulation after 18 hr are shown to the right. Proteins were selected as examples of the



different responses induced by sustained GF treatment and to illustrate the occasional suppressive effect of
co-stimulation. Quantitative values of protein spots were obtained from the average of three independent
experiments. The three GFs induced different temporal patterns of synthesis for some proteins. Glucose-6-
phosphate dehydrogenase was initially induced by all three GFs, but returned to basal levels following
prolonged IGF-1, but not PDGF or EGF stimulation. Similarly, induction of elF2a and HSP60 are
maintained in PDGFtreated cells, but not in IGF-1 or EGF-treated cells, while glycyl-tRNA synthetase,
seryl-tRNA synthetase and annexin IV were differentially regulated over the 18 hr time-course. a-enolase
and retinol binding proteins were specifically and continuously induced during long-term PDGF treatment,
while PDGF triggered transient induction of annexin IV. In contrast, EGF suppression of COP9 subunit 4
synthesis occurred following a 6 hr initial period of slightly increased synthetic rate (Figure S9). In some
cases, co-stimulation had little effect on protein synthesis rates. For example, the induction of retinol
binding protein by PDGF was unaffected by co-stimulation with IGF-1 or EGF, as was suppression of
cyclophilin C synthesis. In both examples the effect of PDGF was dominant over EGF or IGF-1.
Interestingly, some **S-labelled protein spots were suppressed by any kind of co-stimulation, as seen with
glycyl-tRNA synthetase, seryl-tRNA synthetase and annexin IV. The PDGF-specific dominant increase in
the synthesis of copper binding protein (also known as S-Adenosylhomocysteine hydrolase) is illustrated in
Figure S5I. The synthesis rates were detected in cells co-stimulated for 18 hr. The rate of S-
Adenosylhomocysteine hydrolase synthesis in cells treated with PDGF for 18 hr is set at 100.
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Figure S6 A. **P-labelled proteins found in Swiss 3T3 cells following 6 hr GF-stimulation. The highest
level of **P-incorporation was detected in PDGF-treated cells. EGF and IGF-1 induced similar patterns of
phospho-isotope labelling with some of the induced phospho-modifications barely detectable in the PDGF
stimulated cells (white vertical arrows). Conversely, several PDGF-regulated phospho-proteins were barely
detectable in cells stimulated with EGF or IGF-1 (oblique upward arrows).

B. *p-labelling experiment demonstrating the effect of selective kinase inhibition on phospho-signalling
PDGF-and EGF-stimulated cells. LY294002 treatment resulted in a reduction in radiolabelling of several
PDGF-regulated phosphoproteins (indicated by arrows with numbers). LY294002 treatment did not affect
the pattern of **P labelling in EGF-treated cells. The effects of rapamycin were more subtle (proteins 2 and
3), suggesting that these proteins may be phosphorylated downstream of mTOR kinase. Protein 4 was
excised from stained gels and identified as Akt by LC-MS/MS analysis.



A

Nucleosome assembly protein-1 like-1 biosynthetic labelled with [*S] -methionine and
-cysteine was separated by 2DE using pH 3-6 IPG strips in the first dimension
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Figure S7 PDGF-specific phosphorylation of NAP1L1 and HSP73 via PI3K/Akt signalling.

A. Autoradiograms showing **S-biosynthetic labelling of NAP1L1 under different GF treatments (upper).
Temporal changes in the synthesis of the most acidic isoform of NAP1L1 monitored as the amount of
isotope incorporated during the last 3 hr of 6, 12 and 18 stimulation (middle). **Slabelled acidic NAP1L1
in extracts from PDGF stimulated cells (18 hr) untreated or treated with 7.5 U of alkaline phosphatase for
30 min prior to 2DE (lower left). **P-labelled NAP1L1 detected by 2DE autoradiography (lower right).
Note that the PDGF-induced acidic forms (arrow) are reduced upon inhibition of PI3K with LY294002.

B. Temporal changes in the biosynthesis of two HSP73 isoforms (represented as the intensity of the acidic
isoform (form 1) over the sum of the intensities of both isoforms) following different GF treatments (left).
Representative 2D images of the HSP73 isoforms under different GF treatments and decrease in form 1
after LY294002 treatment (right panels).
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Figure S8 Silver-stained gel image demonstrating the electrophoretic positions of 9 identified proteins
involved in the regulation of protein stability. Inserts show fluctuations in the synthesis of 26S proteasome
subunit b3 (left) and COP9 signalosome subunit 4 (right) over the 18 hr time course.
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Figure S9 A. 2-DE “*Ca overlay experiment demonstrating up-regulation of calcium binding capacity in
cells stimulated with EGF for 18 hr. IGF-1 had an intermediate effect on calcium binding protein (CBP)
activity and /or level, while long-term PDGF treatment had least effect on CBP activity, compared to non
stimulated controls. Calmodulin (CaM) was identified based on its electrophoretic migration at 17 kDa, pl
3.9 (horizontal arrows). Boxed areas are enlarged in B and C. B. Differential regulation of 50 to 80 kDa
calcium binding proteins in response to GF treatment. EGF treatment led to a significant up-regulation of
the level and/or activity of two CBPs not detected in PDGF treated cells (oblique arrows). C. Differentially
regulated low molecular weight CBP (oblique arrows). The position of CaM is indicated by white stars.
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Relative synthesis to PDGF at 18 hrs

NCBI Acc. Pred PDGF IGF-1 PDGF IGF-1 EGF IGF-1 EGF PDGF+ PDGF+ EGF+
Spot ID Mass pl Protein Name No. Mass  Pred pl No. peptides Coverage Method Ctrl 6h 6h EGF 6h 12h 12h 12h 18h 18h IGF-1 EGF IGF-1
82 105,000 5.59 Heat shock protein HSP 90-beta 40556608 83,577 4.97 2 ESI
128 95,980 6.28 Eukaryotic translation elongation factor 2* 8393296 95,285 6.41 25 32% MALDI -81.97  -14.19 -42.74 - -42.73  -60.06 -7354 -61.16 -84.72 -5.74 -11.27 -38.53
131 95,980 6.53 Eukaryotic translation elongation factor 2* 8393296 95,285 6.41 48 54% MALDI
134 92,594 5.82 CDC47, MCM7 10242373 81,211 5.98 22 42% MALDI N.D. -67.04 -49.81 -53.18 -26.97 -25.84 -35.63 46.45 42.44 -24.64
139 95,489 6.75 Eukaryotic translation elongation factor 2* 8393296 95,285 6.41 44 53% MALDI
157 89,328 5.33  Gelsolin 28916693 80,878 5.53 13 19% MALDI 43.40 -40.28 37.45 -16.45 | -81.99 1269 2240 56.11 59.25 -14.45 -22.10 29.34
217 76,980 5.9 Motor protein* 516764 79,709 5.71 12 19% MALDI/ESI
223 108,000 5.2 105-kDa heat shock protein 1001009 96,410 5.39 15 28% MALDI/ESI
224 108,000 5.22  Alanyl-tRNA synthetase 4501841 107,488 5.45 6 ESI
247 73,131 4.87 78 kD Glucose-regulated protein precursor 2506545 72,422 5.07 23 38% MALDI
250 73,131 4.87 78 kD Glucose-regulated protein precursor 2506545 72,422 5.07 42 55% MALDI
256 71,646 5.66  Glycyl-tRNA synthetase 493066 77,513 5.88 14 23% MALDI -65.38 -11.84 -45.67 -57.98 -4591 -42.81 -55.40 5.23 -11.75 -8.27 -23.69 -8.62
257 70,552 5.78  Zyxin 6756085 60,547 5.99 14 31% MALDI -48.65 7.91 -27.05 -11.75 14.64 1528 17.49 -28.88 13.00 -8.88 -25.19 20.53
259 92,594 5.82 CDC47, MCM7 10242373 81,211 5.98 23 43% MALDI
266 70,914 6 Moesin 6754750 66,556 5.94 3 ESI
301 67,715 5.45 Lysyl tRNA synthetase* 586059 67,991 5.84 14 19% MALDI/ESI
356 62,457 7.4 Transketolase 11066098 60,584 6.54 28 51% MALDI
390 59,489 5.92  Chaperonin containing TCP-1 y subunit 6753320 60,630 6.28 22 42% MALDI -38.11 -21.92 -2896 -43.85 -36.61 -40.42 -20.07 -4528 -41.56 -39.48 -41.79 -56.63
405 57,402 6.55  Chaperonin containing TCP-1 Z subunit 6753324 58,005 6.63 13 27% MALDI 5.29 -49.96 -3.81 -7.26 -4.35 -6.09 1598 -22.37 -49.68 -29.17 -26.50 -10.77
412 57,402 5.21 Heat shock protein 65 51455 60,942 5.91 21 49% MALDI
416 58,531 6.98 hnRNP L* 52632383 60,188 6.65 13 25% MALDI
427 56,846 5.64  Chaperonin containing TCP-1 a subunit 1729865 60,449 5.82 37 67% MALDI -47.79  -37.64 -3994 -47.18 -35.36 -4492 -47.45 -4570 -4337 -34.12 -27.66 -43.97
429 56,846 5.14 Heat shock protein 65 51455 60,942 5.91 45 68% MALDI -66.98 -13.89 -35.27 -34.93 -1551 @ -49.15 -4756 -55.13 -45.28 -15.09 -23.10 -49.60
436 45,450 4.36 Nucleosome assembly protein 1-like 1 7657357 45,345 4.36 3 ESI
449 45,448 4.37 Nucleosome assembly protein 1-like 1 7657357 45,345 4.36 6 ESI
455 47,442 4.2 Nucleosome assembly protein 1-like 1 7657357 45,345 4.36 2 ESI
457 53,969 5.83  Glucose-6-phosphate dehydrogenase 6996917 59,263 6.06 36 68% MALDI -55.86 -20.87 -22.25 -23.62 19.49 3.41 -28.26 -51.72 -21.08 -16.16 3.67 -43.38
481 52,245 5.36  Vacuolar ATPase subunit B 2058343 56,551 5.57 15 34% MALDI
487 51,238 5.84 D-3-phosphoglycerate dehydrogenase 3122856 56,494 6.28 23 39% MALDI -71.06 -31.72 -30.47 @ -64.64 -3475 -31.12 -46.13 4.11 -30.29  -56.70 -0.48 -30.91
542 48,962 5.95 Fascin 1 6679745 54,405 6.21 26 40% MALDI 17.72 -15.18 = 28.26 30.44 13.10 22.68 2149 3.95 26.68 =27.97 -40.73 -5.60
570 48,017 6 Septin 11 39963577 49,399 6.36 33 47% MALDI/ESI
572 45,884 5.67 RuvB-like protein 2 DNA helicase B4 6755382 51,113 5.49 11 ESI -57.31 -29.35 231 -18.14 -38.57 -21.89
590 44,853 5.91 a-Enolase 119340 47,125 6.37 25 68% MALDI -57.69 -42.70 -30.06 -4555 -12.37 -41.13 -39.47 -47.94 -46.64 -4.70 -28.46 -42.78
596 67,715 5.08 Heat shock protein 73 861213 70,871 5.38 23 45% MALDI/ESI 22.58 10.78 -3.40 -45.52 13.62 -1551 -12.19 -26.84 21.69 -8.55 -24.76 5.66
618 44,419 5.63  GDP dissociation inhibitor 3 6679987 50,537 5.93 39 57% MALDI/ESI -43.68 -39.70 -3465 -4156 -44.16 -33.18 -47.81 -20.56 -31.45 -20.11 -19.93 -28.05
636 46,140 5.57  26S protease regulatory subunit 7 (PRS7) 20532410 48,575 5.59 13 36% MALDI -15.33 | 4332 -57.38 49.01 -17.28 -42.90 3471 -50.79 = 53.00 -64.94 -26.72 -68.50
673 41,638 5.86  Copper binding protein 7709980 47,674 5.98 28 55% MALDI N.D. -48.82 -69.09 -24.77 N.D. N.D. -57.66 -0.05 11.33 -84.56
674 49,441 5.9 Fascin 1 6679745 54,405 6.21 9 22% MALDI
692 40,319 5.8 Septin 2 6754816 41,526 6.1 13 41% MALDI 52.96 2.25 27.30 41.31 17.06 3292  40.37 11.49 42.53 -13.11 -13.65 8.12
694 40,536 5.29 Serine proteinase inhibitor 6678097 42,599 5.53 26 59% MALDI 11.18 -16.06 | -56.75 -35.07 -2.67 -50.97 -39.74 -38.16 -37.80 -5.84 -9.11 -46.78
695 48,330 591  Aldehyde dehydrogenase 2 6753036 56,534 7.53 10 33% MALDI/ESI
734 34,977 5.14  Synaptic vesicle membrane protein VAT-1 homolog* 32425722 32,654 6.17 3 ESI
757 37,302 7.24 hnRNP C1/C2 8393544 34,385 491 10 28% MALDI/ESI
761 38111 517  Vimentin 138536 53,688  5.06 20 38% MALDI N.D. 5482 | 8657 9109 5853 | 8817 89.23 8872 8955  0.00 1253 [172:69 |
766 32,000 5.1 B-Tubulin* 2443346 50,037 4.73 27 64% MALDI
776 37,402 5.07  Acidic calponin* 9506501 36,435 5.47 11 30% MALDI 4104 -2535 -4054 19.81 -47.52 -52.23 -31.93 20.74 19.54 -24.42 -4.61 -0.85
77 57,402 521  Chaperonin containing TCP-1 8 subunit 31560613 59,556 5.44 16 39% MALDI -4221 -1032 -17.06 -14.95 -3429 -37.46 -50.41 -16.72 11.02 15.75 3.80 -20.13
781 36,608 5.25  Acidic calponin* 9506501 36,435 5.47 22 54% MALDI 65.37 37.05 55.32 62.44 -10.29 -7.03 8.44
796 56,478 5.78 Seryl-tRNA synthetase 5730029 58,751 6.05 18 35% MALDI/ESI -1.63 6.08 -5.94 -23.25 -34.58 -41.69
849 33,597 6.09 Laspl 6754508 29,995 6.61 17 51% MALDI -40.43 | -7599 -69.80 -30.51 -40.28 -55.66 -20.21 -32.35 -28.97 -14.75 -0.20 -27.83
905 24,984 5.1 Actin various ~40,000 ~5.7 16 ~50% MALDI
911 31,250 6.24  Ribose-phosphate pyrophosphokinase 1 isoform 1* 4506127 37,620 6.51 8 30% MALDI/ESI
917 30,415 5.99 DNAK:-type molecular chaperone HSC70 476850 70,837 5.38 12 18% MALDI/ESI
923 31,419 5.05  a-Soluble NSF attachment protein 2143586 33,178 5.16 13 46% MALDI 34.87 -20.48 -22.69 -21.42 -11.00 9.37 -14.60 21.06 32.77 -15.71 -13.28 1.77
926 30,674 5.1 Annexin IV 7304889 35,990 5.43 15 46% MALDI 34.87 13.18 17.66 14.38 21.02 16.08
939 30,415 5.27  40S ribosomal protein S2* 133914 31,232 10.25 9 44% MALDI
953 29,779 751  Guanine nucleotide-binding protein subunit beta-2-like 1/RACK-1* 5174447 35,077 7.6 25 80% MALDI -80.51 40.73 -48.01 -55.87 28.87 -40.52 -45.82 4.13 -84.60 24.33 15.85 18.56
957 29,590 5.96  26S protease regulatory subunit 7 (PRS7) fragment? 20532410 48,575 5.59 8 20% MALDI
970 28,788 4.97  Actin various ~30,000 -~5-55 5 ~25% MALDI
990 28,425 6.55  Glutathione-S-transferase omega 1 6754090 27,498 6.91 26 70% MALDI/ESI -2952 25.01 -37.70 -26.98 45.53 -54.46 -28.76 -6222 -28.67 -10.63 5.76 -48.58
1031 25,500 6.7 Phosphoglycerate mutase 2 4505753 28,804 6.68 23 7% MALDI -10.66 17.87 4.13 -18.23 18.19 -6.58 -19.43 -35.23 -37.72 -0.25 -7.40 -3.65
1100 25,143 5.78  26S proteasome subunit beta type-3 6755202 22,965 6.15 17 50% MALDI
1103 25,143 6.53  Glutathione transferase a-4 6754082 25,576 6.77 17 64% MALDI 20.89 4562 -11.61 -7.08 46.27 -7.03 -2435 1831 1.05 15.89 23.95 7.15
1162 40,536 5.27  26S proteasome non-ATPase regulatory subunit 13 6755210 42,810 5.46 13 39% MALDI 14.44 -18.63 -10.19 -10.65 -20.24 -5.63 -5.59 -8.28 -2.67 12.38 0.91 7.72
1203 21,500 5.27 Ferritin heavy chain 6753912 21,067 5.54 11 62% MALDI -11.17 10.70  -22.24  -53.51 24.95 -38.00 -63.44 -62.65 -71.88 5.97 27.07 -35.51






1211 22,193 455  Myosin regulatory light chain RLC-A* 127170 19,895  4.67 14 61% MALDVES! |W75980 58.06 [ 7870 -46.19 -55.09  48.03
1241 37,907 5 Eukaryotic translation initiation factor 2, subunit o 9506571 36,108 5.02 15 44% MALDI
1246 21,459 4.52 B-Tubulin various various 4.5 12 20-50% MALDI -25.46 -6.28 10.21 10.84 21.82 -34.35 -56.42 -53.09 -12.15 -4.16 7.48 28.64
1282 21,500 4.93 Eukaryotic translation initiation factor 5A* 4503545 16,832 5.08 17 63% MALDI
1293 33,500 5.1 B5-Tubulin 7106439 49,671 4.78 14 29% MALDI
1324 33,239 4.56  Tropomyosin alpha-1 chain 20522240 32,709 4.71 19 50% MALDI -9.49 24.97 41.93 55.44 28.25 43.26 4615 27.22 -26.74 -6.37 -25.40 -54.50
1331 21,500 4.97  Cellular retinol-binding protein 1* 809309 15,703 5.11 20 84% MALDI -59.73 -10.96 -42.67 -58.82 4.47 -61.77 -52.39 | -77.95 -59.98 -3.04 18.68 -49.08
1332 21,500 5.98  40S ribosomal protein S12* 14277700 14,515 6.82 12 71% MALDI/ESI
1429 28,425 6.55 Glutathione-S-transferase omega 1 6754090 27,498 6.91 11 44% MALDI/ESI
1442 28,126 5.16  Glutamate cysteine ligase regulatory subunit 6680019 30,864 5.35 2 ESI
1465 30,804 4.96  CGI-150 protein 12849397 33,317 5.28 14 58% ESI
1567 21,500 7.3 Cyclophilin C 6679441 22,794  6.96 8 43% MALDI | 7609 49.79 | 7473 6101 37.85 | 7469 5172 @ 69.14 2470 566 -1.60 [153%63
1568 21,500 7.3 Cyclophilin C 6679441 22,794 6.96 5 29% MALDI
1571 20,372 8.35  Transcription factor BTF3 2851417 22,011 9.36 7 50% MALDI 0.40 29.79 2336 -27.23 16.79 176 -27.86 -26.63  -62.55 -9.10 -3.02 -3.95
1579 21,500 4.5 RNA polymerase Il elongation factor 1583224 18,806 4.39 3 ESI
1592 19,161 6.49 Sid23p/destrin 9790219 18,522 8.14 7 40% MALDI 12.63 -11.01 | 54.54 47.84 29.84 60.41 57.54 36.75 50.46 -63.45 -67.23 10.20
1644 15,033 4.59 B-Galactoside binding protein 193442 14,806 5.32 8 65% MALDI
Gel features yielding two or more protein identifications
1044a 24,984 5.09  Calpain small subunit 6753256 28,463 5.41 16 48% MALDI/ESI
1044b B-Tubulin various various ~4.7 12 18% MALDIESI
1131a 38,833 5.92 Poly(rC) binding protein 1 6754994 37,996 6.66 4 ESI
1131b ARP2* 5031571 45,022 6.29 2 ESI
160a 88,416 5.41  Gelsolin 28916693 80,878 5.53 27 39% MALDI/ESI 43.40 -40.30 14.23 -7.49 -50.75 3483 27.25 56.11 59.25 -14.45 -22.10 29.34
160b Heat shock protein HSP 90-beta 40556608 83,282 4.97 11 15% MALDI/ESI 43.40 -40.30 14.23 -7.49 -50.75 3483 27.25 56.11 59.25 -14.45 -22.10 29.34
193a 70,552 5.78  Zyxin 6756085 60,546 5.99 19 38% MALDI
193b Dihydropyrimidinase-related protein 3 isoform 2/Ulip 6681219 61,937 6.04 9 27% MALDI
292a 66,339 5.17 Heat shock protein 73 861213 70,871 5.38 27 40% MALDI/ESI
292b Vacuolar ATPase subunit A 6680752 68,268 5.62 11 23% MALDI
356a 56,846 5.45  Chaperonin containing TCP-1 & subunit 6671702 59,624 5.72 14 30% MALDI -42.01 -1.55 -14.07 -13.33 31.17 -3437 -39.66 -18.32 -16.30 22 N.D. -33.33
356b Pyruvate kinase M2 isozyme 2506796 57,888 717 14 32% MALDI -42.01 -18.32 -16.30 228 N.D. -32.33
397a 59,682 5.97 Extendin 881485 62,583 6.4 47 70% MALDI
397b Lamin A/C various ~70000 ~6.4 19 ~35% MALDI
431a 56,846 5.81 Seryl-tRNA synthetase 5730029 58,751 6.05 16 30% MALDI -1.63 1145 -4548 -36.21 19.56 -16.23 -22.24 6.08 -5.94 -23.25 -34.58 -41.69
431b ERO1-like 7657067 54,085 6.12 26 55% MALDI -1.63 1145 -4548 -36.21 19.56 -16.23 -22.24 6.08 -5.94 -23.25 -34.58 -41.69
471a 53,620 5.37 p59 immunophilin 6753882 51,573 5.54 27 43% MALDI
471b Phospholipase C-a 6679687 56,622 5.99 12 27% MALDI
471c Gelsolin 28916693 80,878 5.83 3 ESI
485a 51,238 5.74  3-phosphoglycerate dehydrogenase 3122856 56,494 6.28 12 30% MALDI
485b Chaperonin containing TCP-1 B subunit 6671700 57,448 5.9 7 23% MALDI
50a 108,000 5.59 LON protease 4580549 106,944 6.01 4 ESI
50b Nucleolin 7106377 76,735 4.69 3 ESI
50c Heat shock protein HSP 90-beta 40556608 83,577 4.97 4 ESI
540a 49,441 5.9 RuvB-like 1 9790083 50,530 6.02 24 47% MALDI -57.31 -18.38 -34.35 -7.21 -9.91 -38.17 6.37 -29.35 231 -18.14 -38.57 -21.89
540b Fascin 1 6679745 55,125 6.21 6 ESI -57.31 -18.38 -34.35 -7.21 -9.91 -38.17 6.37 -29.35 231 -18.14 -38.57 -21.89
540c Aldehyde dehydrogenase 2 6753036 57,024 7.53 5 ESI -57.31 -18.38 -34.35 -7.21 -9.91 -38.17 6.37 -29.35 231 -18.14 -38.57 -21.89
547a 41,638 5.86  Copper binding protein 7709980 47,674 5.98 31 55% MALDI
547b Mitogen-activated protein kinase kinase 1 6678794 43,474 6.24 9 27% MALDI
565a 48,330 591  Aldehyde dehydrogenase 2 6753036 56,538 7.53 16 30% MALDI
565b Fascin 1 6679745 54,405 6.21 12 23% MALDI
575a 47,244 5.24 RuvB-like protein 2 DNA helicase B4 6755382 51,113 5.49 18 49% MALDI
575b Solute carrier family 9 (Na+/H+ exchanger) 6755566 38,867 5.63 3 ESI
58la 40,319 5.84 B-Tubulin* 135464 49,861 4.78 13 28% MALDI/ESI
581b TAR DNA binding protein 43* 6678271 45,059 5.85 7 ESI
581c Septin 2 6754816 41,731 6.1 3 ESI
581d Extracellular signal-regulated kinase 1b* 8050445 46,106 6.43 7 ESI
581le Ca2+/calmodulin-dependent protein kinase 34879 42,793 6.16 8 27% MALDI
640a 42,885 5.83 26S proteasome non-ATPase regulatory subunit 9 20978553 47,448 6.08 23 59% MALDI
640b Proliferation-associated protein 1 6755100 43,699 6.41 8 26% MALDI
645a 42,427 5.64 Ornithine oxo-acid aminotransferase 8393866 48,355 6.19 21 50% MALDI/ESI
645b a-Tubulin various ~50,000 ~5 6 ~20% MALDI/ESI
654a 41,862 7.19  26S protease regulatory subunit 8 49065820 45,653 8.23 20 50% MALDI/ESI 17.49 -1.23 3056 -25.44 12.58 27.46 3179 56.78 31.51 -2.51 -13.69 29.28
654b DNAJ Heat shock protein 40 homolog 6680297 45,594 6.65 3 ESI 17.49 -1.23 3056 -25.44 12.58 27.46 31.79 56.78 31.51 -2.51 -13.69 29.28
696a 40,319 5.84  a-P Tubulin dimer 3745822 47,894 5.17 12 29% MALDI
696b TAR DNA binding protein 43* 6678271 45,059 5.85 9 ESI
696¢ Putative septin* 2370151 43,213 6.34 6 ESI
696d Mitogen-activated protein kinase 3* 8393331 43,302 6.03 3 ESI
696e CDCREL-1 homolog 6685763 40,241 6.1 6 20% MALDI
725a 33,597 5.19  a3-Tubulin 17986283 50,158 5.02 17 41% MALDI
725b B-Actin 2724046 35,837 5.65 10 41% ESI
727a 39,358 5.28  COP9 complex subunit 4 6753490 46,285 5.57 18 50% MALDI/ESI
727b 26S proteasome non-ATPase regulatory subunit 13 6755210 43,130 5.46 13 ESI
802a 36,218 522 Eukaryotic translation initiation factor 3, subunit 23 9055370 36,461 5.38 19 64% MALDI
802b ADP-ribosylarginine hydrolase 6680658 40,069 5.46 17 47% MALDI
802¢c Actin various ~40,000 ~5.7 9 ~25% MALDI






886a 32,708 539  B5-Tubulin* 135469 49,972 4.79 15 30% MALDI

886b Guanine nucleotide-binding protein G(I)/G(S)/G(T) subunit B-1 6680045 38,165 5.6 2 ESI
886¢c B6-Tubulin 27754056 31,015 4.8 2 ESI
999a 26,452 5.2 Actin various ~40,000 -~5-55 22 ~35% MALDI
999b Prohibitin 6679299 29,820 5.57 6 25% MALDI

Table S1 Mass spectrometric identification of differentially regulated proteins in response to GF treatment of Swiss 3T3 cells. The table shows the database spot IDs, gel-based molecular weights and pls, protein names, NCBI accession numbers, predicted
mass and pl, number of peptides identified, covergae (from MALDI data) and method of identification for the identified proteins. All proteins are listed where spots contained multiple proteins. * denotes the rat or human sequence bearing high homology to the
mouse sequence. Only significant hits as determined by Mascot are considered as positive identifications and using the selection criteria outlined in materials and Methods. Relative synthesis at 18 hours (to PDGF at 18 hrs) is shown for some of the protein
isoforms. Values were calculated from autoradiograms using ChiMAP and are averages from three independent experiments; they range between -100% and +100% (complete absence/presence versus reference) with zero representing no change.





