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LC-MS 24 9|Z|-& protein SDS-PAGE staining A| &g &

Coomassie Blue R-250= O| &%t gel staining (general protocol)

Coomassie Blue G-2502 O| &3t gel staining (general protocol)

Silver staining protocol for in gel digestion (general protocol)
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=M O|2|& protein SDS-PAGE staining A| Fo|g H

Al lab coat 2! Nitrile glove (powder free)E &1 -850} (2FEIA
-‘rl,_47§,+6p(| OFZ~ | IZ|-)

o fﬂ = D=, & &, scalpels blade, 2% glassware, &3 EH,
plastic tray = SOIECH LC-MS 249|282 713X M& MY7|H=E
At238tE A0 £&LICH £33 Western blotE M7 72t 28% @—?—
carryover &7} Q5 LILCt,

Silver stating Al glutaraldehyde 22 formaldehyde o =
solution2 ALE3 M. 0| & SEO0| Y™ MS &

4. |.P sample®| A elution buffer Z40f CHSH At —L'._=9|§ _783.:.”4 Ct.

BMHANE HT| 8HA= human hair, skin, oral S S202| keratin
L

| A2t} OF ©F LT},

* KeratinO| gel
[ N ME
T

A ol=23t &= 0| AT A9 peptide@| MS signal& masking® = 7|
2o MKZ| Al 23S | SNuHOCw

MSIRY AT

Ol
HOf

O] 22 8% gel 20| FH U= HHHAEECH EHA trypsin@ 2 digestion
Al
o

A SCHAQl FO| BHOFX| A Z|D keratin peptide= CHE peptide 2Lt




Coomassie Blue R-2502 0| &

* Sigma, Invitrogen, Biorad & CIE vendor?| staining kit2 Al
protocolS AFESHA|H EL|LCT,

« ZH| Ao}

Fixing solution : 50% methanol and 10% glacial acetic acid

Staining solution : 0.1% Coomassie Brilliant Blue R-250, 50% methanol and 10% glacial
acetic acid

Destaining solution : 40% methanol and 10% glacial acetic acid

Storage solution : 1% glacial acetic acid

1. Gel& fixing solutionO &1 2A|ZF HEFH overnight 22 2517
agitationSt O] fixing®tLt. Fixing & oF A[ZHO| X[ A[EO|A fixing solution=
ot ZOpELt.

2. Staining solution 22 WH|ot 7 20 S¢F 2fStA agitation L}

3. Destaining solution2 =2 x|t & destaining 2tCt. Gel2| background 7t
2AH S| WA [0 7+X| destaining solutiong == 2| uH|s =Lt

4. Storage solutionO| A gel2 W% E 2ot L
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Coomassie Blue G-2502 0| &

* Sigma, Invitrogen, Biorad & CHE vendor?| staining kit= Al
protocolS AFEStA|H EL|C}

1.SDS-PAGE gel 28 = T7|Es HH OAM gelE MAHT £ 0.5% Coomassie
Blue G-250 (in 50% methanol/ 10% acetic acid) solutionge 20| &Z HEZE
D=L 5 2 Mk U5 agitationSHH staining ©FLE,

2. Staining solutiong H 2|1 Milli-Q water 2 WX|st £ 7t A agitationSHH
WO T,

3. 40% HPLC grade methanol/ 10% acetic acid solution2 = W K| =L}, 25HA|
SHC 7 E & Dh7kX| 10-20 = OFCF W K|S E L. (destaining 2l

4. Gel bands7t 243l 2 MK MilliQ water2 destaining2 Al < oL},
(Overnight H7Z&h

5. Storage solution (1% glacial acetic acid)0ll Al gel2 W%
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Silver staining gel protocol for in gel digestion (general protocol)

* Sigma, Invitrogen S CIE vendor?| silver staining kitS Al
protocolS ArEStA|H EL|CE
* Fixing THAI0|A formaldehyde £ glutaraldehyde 7} E0{Q} 2™
QHElL|LC}.
1. Fixation
1) 150 ml (50% methanol (HPLC grade) + 5% acetic acid ) solution
2027t 2FSHA agitationStH gel2 fixing L.
2) 150 ml 50% methanol 2 W X|5t0 1022t washing.
3) MilliQ water £ W X5t 10 27t washing.
2. Sensitizing
1) 0.02 % thiosulfate solution 150 mlIE2 21 127t incubation
MilliQ water £ 23| 1 &7t washing.
* 0.02 % Sodium Thiosulfate: 30mg sodium thiosulfate-5 @1 MilliQ waterE

U0 150 ml 2 2=,
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Silver staining gel protocol for in gel digestion (general protocol)

3. Silver reaction

1) 0.1% silver nitrate with 0.08% formalin (37%) solution2 150ml| €10
agitation.

2) MilliQ water 2 22| 1 7t washing.

* 0.1% Silver Nitrate and 0.08% Formalin (37%): 150 mg silver nitrate 2}
120 ul2| 37% formalin® 21 MilliQ water & €0 150mIZ2 &,

4. Developing

1) 150 ml 2| developing solutiong &1 Rdt= F=&F2| staining O & H7HX|
incubation®tCt. SolutionO| LgtMoz B3t AL (HEE 30X O|Lf) A
solution2 2 otH W H S| FCI. Developing0| HEFE GOl & AL gel
background”t EO0| S2tE 5 U2 L| F2[tC},

* Developing solution: 2% sodium carbonate + 0.04% Formalin : 6g sodium
carbonate & 21 300ml2 MilliQ waterE E=Ct AME ZAOY 37%

formaldehyde 120ulE E+&=CLCt.
SNUHECMI
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Silver staining gel protocol for in gel digestion (general protocol)

5. Stopping
1) 5% acetic acid 150mIE2 1 10

6. Washing

1) MilliQ water 2 WM 2 5&7F washing.

/. Permanent Storage

—e

1) 150 ml 2| preserving solution& &1 2027t incubation & H& &2t

* Preserving solution: 13.2ml glycerol (100% w/w) = 211 MilliQ water & E0f
150 mI=2 St==C
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1. Destaining O| 2 gelg &3 10§ O|O|X|& M &otrt.

2. T=8 230 (1mm x 1mm) 27| E gel bandE

et = ME tube (1.5 mhO| B0 gel 2Z10| S35 &2 FEZE MilliQ
LA

waterg ©2 | 24 O|=[otLC}.

Gel band excision A|] oAt

TEA O Al human 2 keratinO| gel EHO| 20 QLY = 2R
[SH7] ISHA A Al lab coat & nitrile glove (powder free)E

=
94 L2 dEOHK HsLh)

2. CuttingAl A 2877 25 MH 2 ALE00F ot LC-MS 24 2|2

g H=2 8 |T*=& AME%ts A0 FE5ULL
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