SILAC (Stable Isotopic Labeling by Amino Acid in Cell Culture) % &
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SILAC™ Protein Identification (ID) and Quantitation Kits (Invitrogen, Cat. MS10030)

mE

A #g 1L » SILAC™ D-MEM-Flex Media

7 #3, 100ml > Dialyzed FBS

1 55 20ml > 200mM L-Glutamine (100X)

1 5% Sml » 10g/L Phenol Red solution

1 55 50ml > 200g/L Glucose solution

1 je 4 | spkareli it e s
1 -] #% 100mg » SILAC™ L-Lysine HCL
1 -] g 100mg » SILAC™ [U-"*C4]-L-Lysine HCL (*Lys)
2 -] #% 100mg > SILAC™ L-Arginine

10000Units/ml Penicillin, 10000pg/ml Streptomycin (PS » Invitrogen » Cat.15140)
100x MEM Non-Essential Amino Acid (MEM NEAA - Invitrogen > Cat.11140)
100x GlutaMax™-1 (200mM L-alanyl-L-Glutamine » Invitrogen > Cat.35050.)
55mM B-Mecaptoethanol (Invitrogen » Cat.21985-023)

%2 & * Mouse Embryonic stem cell (mESC) » D3
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3 #5140 SILAC™ D-MEM-Flex Media ® > % B~ 12ml e medium < 3 15ml &

# PR * > T Adg o7 47 SILAC Heavy Medium £2 SILAC Light Medium -
BE ALY 4o 2 4P ¥R E 0 10ml L-Glutamine 22 1.5ml Phenol red solution (& *iték— ) »

3. j_12ml 7 SILAC™ D-MEM-Flex Media » > B 1ml % ;3 SILAC™ L-Lysine HCL >

4 » 3| SILAC Light Medium ; & 4f #c=t 2_ {4 » £ B Iml w3 1 g SILAC™
L-Arginine > 4r » 3| SILAC Light Medium ; & & £ 4F #ic=t > & 1§48 0 medium *c
% SILAC Light Medium -

¥ - £ 12ml 0 SILAC™ D-MEM-Flex Media ® > B 1ml ;3 SILAC™
[U-"Cg]-L-Lysine HCL > 4r » | SILAC Heavy Medium ; & 4§ #ic=x 2_ {4 > £ B~ Iml w
7 1 #g SILAC™ L-Arginine » 4 » 3] SILAC Heavy Medium ; & # & 4 #ic=x > BB (4
F14crrmedium 4v w SILAC Heavy Medium -

2_ {8 & w]#- SILAC Heavy Medium £ SILAC Light Medium > 12 0.22um filter i g {s
A i ot pE e SILAC medium © > # A 7 5 Dialyzed FBS ~ Glucose~ MEM NEAA ~
PS %% o (RL'ér-)
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Glucose conc.: High Glucose DMEM 4.5g/L; Low Glucose DMEM 1g/L -

Flapt 2 ZEF AR VAL FE AR KA HRHA R KR DL T4
& & &F %Y 4 » Medium supplement & & % 4 7 7 L-Lysine £ L-Arginine =

P> o

MEM MEAA = ip 2L ¥4k = o

Dialyzed FBS #.i¢ * p¥ » 12 56°C # Heat inactivation 2_ & » & F & 12 0.22um filter
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Az # % % e mESC (D3) medium £ fm¥e 33 % :
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¥ % mESC 55 DMEM = i» % 14.5¢g/L Glucose (High Glucose DMEM)~ 15% FBS~0.5%
PS ~ 1% GlutaMax-1 ~ 1% MEM NEAA ~ 0.1mM B-Mecaptoethanol (2-ME) °

#7120 f 41ml 9 SILAC Heavy medium £ SILAC Light medium ¥ > & %]4c > 1.125ml
200g/L Glucose ~ 7.5ml Dialyzed FBS ~ 0.25ml PS ~ 0.5ml GlutaMax-1 ~ 0.5ml MEM
NEAA -~ 91ul 2-ME % »

e M X 7RG i MEF > £ % Mitomycin C J&J2 o

#-mESC f2f > #3 % > MEF 2 + » & %12 SILAC Heavy medium £ SILAC Light

medium 3 % > & T 6doublings > » ¥ * k3 5% o



SILAC List for medium components

Reagent RPMI-Flex IMDM-Flex
Glucose High Glucose
225 ml
Solution 10 ml 22.5ml 15.8 ml
Low Gl
(200 g/L) - ;‘fﬁf"
L-Glutamine
200 mM 20 ml 10 ml 20 ml 20 ml
(100X)
Phenol Red
Solution 1.5 ml 0.5 ml 1.5 ml 0.8 ml
(10 g/L)
:’BI?. )Dialyzed 100 ml 100 ml 100 ml 5-20 ml
ml/L
Penicillin-
Streptomycin 10 ml 10 ml 10 ml 10 ml
(100X)

Resuspend 1 x 100 mg L-Lysine HCl and 2 x 100 mg L-Arginine each in 1 ml

Light (normal) basal, unsupplemented medium. Mix well. To one 1 L bottle of medium, add

Amino Acids

L-Lysine HCI (100 mg/ml) and L-Arginine (100 mg/ml) to prepare light media.

Resuspend 100 mg isotopic-L-Lysine (*Lys) in 1 ml basal, unsupplemented
medium. Mix well. To prepare single labeling medium supplemented with

Heavy i light arginine and heavy (isotope labeled) lysine, add *Lys (100 mg/ml) and

(isotopic) L-Arginine (100 mg/ml) to the second 1 L bottle of medium. To prepare

Amino Acids  joyple labeling medium supplemented with heavy (isotope labeled) lysine
and heavy arginine, add *Lys (100 mg/ml) and *Arg (100 mg/ml) to the
second 1 L bottle of medium.

pH Range 7.0-7.4 7.0-7.4 6.9-7.3 7.0-7.4

Osmolality

(mOsm/kg) 320-350 265-300 270-310 290-330

Filter and Filter sterilize each medium using 0.22 um filtration device.

Store

Store the medium at 2 to 8°C until use.




Fids =
MEM Non-Essential Amino Acids Solution 10 mM (100X) » Invitrogen » Cat.11140

Components Molecular Weight | Concentration (mg/L) | mM
Glycine 75 750 10
L-Alanine 890 o0
L-Asparagine 1320 o0
L-Aspartic acid 1330 o0
L-Glutamic Acid 1470 o0
L-Proline 1150 o0
L-Serine 1050 o0

MEM NEAA 2_# > % 7 3 L-Lysine £ L-Arginine » #7.44c » SILAC 2. ¥ 3% & ‘" > #
7 B 58 i %6 4 [U-"C4]-L-Lysine HCI i~ o



