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Figure S2. SILAC ratio distributions before and after multi-point normalization. The
original CON/CON (H/L) ratios for both biological replicates (A & B) were normalized
against their respective 5% trimmed means so that the ratios were centered around the
theoretical value 1.00 (C & D).



055 04327

203 956 44509

95684858

Felatie Abundance
o
2
I

{1‘1 +1 +2 -1 2++

zné -1

WS peak area [Th*counts] (1076)

‘ 95744111
+

LA e e s e L
o504 0510 0515 8520 0526 9530 6535 0840 0545 0S50 0555 OSG0 8565 9570
miz

+1 2
(qwi+ onig 955.44106 (0w ]\ ]l L 957.84490
951.93601 952 43608

LC profiles. Query 4210.

415 420 425 430 435 440 44f
Retention time [min]

BazE4121

| 54z 67561

54331022

203 A4 Slarrsd a2 S 5 P
E| qwi++,00g 54230712 qwr
53010113 530 51.7234 510{30423

+
l 54364534

54079326

700

WS peak area [Th'counts] (1043)

15435"5”57 59431151 595,04
N L

Ty T T A e e
5385 530.0 5305 5400 £405 5410 5415 5420 5925 543.0 5435 5440

miz

LC profiles. Query 3252.

465 470 475 480 485 49.0
Retention time [min]

567 24207

60 557 74518

- [
=0

55829808
20 - T1++ +1 +2 -1 2+ 4l +2

553 2 sumn

Relative Abundance
a
2

MS peak area [Th*counts] (10%3)

+.01g 55674641 GWH CRErT
55181216 ss5282222 T SS3IMSE 5542000 sod7apne  SS672002 eseista | 1 | ooazasss

o T T T T T T T T

miz

T T T T T T
5520 5525 5530 5535 5540 5545 5550 5555 5560 5565 5570 5575 5580 5685

LC profiles. Query 1266.

70 WS w0 |5 380 385 4D
Retention time [min]

Figure S3. Illustration of the complete incorporation of ‘“heavy” lysine into cellular proteins
after eight-day cell culture. Quantification of a doubly charged peptide (m/z 951.94)
LAEQAERYEDMAAFMIK, a triply charged peptide (1m/z 539.97) NLLSVAYKNVVGGQR, and a
doubly charged peptide (m/z 553.24) YEDMAAFMK from stratifin (14-3-3c) showed that the

SILAC ratios (mean + SD) were 35.82 + 3.28, 38.02 £ 6.76, and 37.09 £ 5.34, respectively.
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Figure S4. SILAC ratio distributions before and after multi-point normalization. The
original siEGFR/CON (H/L) ratios for both biological replicates (A & B) were normalized
against their respective 5% trimmed means so that the ratios were centered around the
theoretical value 1.00 (C & D).



A)

4.00

~

3
3

Normalized siEGFR/CON (H/L) Ratios

=

o«

ewo|o
°

T
200

Quantitated Proteins

+2.0 fold

+1.4 fold
+1.2 fold

-1.2 fold
1.4 fold

-2.0 fold

(B)

4.001

Normalized CON/CON (H/L) Ratios

+2.0 fold

+1.4 fold
+1.2 fold

-1.2 fold
—1.4 fold

-2.0 fold

T
200

40 600 8bo
Quantitated Proteins

©

4.00

2.00

Normalized siEGFR/CON (H/H) Ratios

+2.0 fold

+1.4 fold
+1.2 fold

-1.2 fold
—1.4 fold

-2.0 fold

Figure S5. The normalized SILAC ratio distributions. Although some proteins seemed to be
regulated 2.0-fold or more by EGFR knockdown (A), many of the changes were actually, at least
in part, induced by differential SILAC labeling (B). After normalization, only 35 proteins were
found to be significantly (>1.4-fold) regulated and most of the changes were modest

(1.4~2.0-fold).
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Figure S6. Distibution of SIEGFR/CON (H/H) ratios. The normalized siEGFR/CON (H/L)
ratios were further normalized against normalized CON/CON (H/L) ratios for both biological
replicates to minimize the systematic errors introduced by differential SILAC labeling. The
standard deviations for both datasets are about 0.16.
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Figure S7. The significantly changed proteins were regulated by EGFR knockdown and not
by transfection per se. The protein ratios determined by western blotting analysis were consistent

with those determined by SILAC quantitation.



