OFFGEL fractionation
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B Sample and stock solution preparation notes
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2. 12 well gel 0f 2% 7153t total peptide &F: 50 ug - 5 mg

3. Salt7t Y™ EX| QCL (10 Um O[5t Z| A $HC}H: desalting or buffer change (Tris-HCl
pH 7.6)

A SEP-PAK AFZ, 30 pg 0|8te| ZL spin columng AFE3L0] desalting

- FASP ME9| A2 Tryptic digestion ™ EtAHO|A, 30k membrane filter2|0| =X|st=
UREA Buffer& Tris-HCl buffer2 IME2|E S8 02| H change $tC}.

4. 12strip/12 well frame OFFGEL kit & At&%l= 42

- Dried sample @I A2 HtZ OFFGEL solution 0f =0{0f St
(1.44 ml 1.25X OFFGEL Stock solution + 0.36 ml H,0)
- 2|2t Z0| Dried sampleO| Ol 360ul O|slo| UM ME(HIHO| =OfFl HE}O|
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420l= 22 ®7t = 360 pl sample (X|SH2Z 360 ule| ¥O| =& IUF0 F) +
1.44 ml 1.25 X OFFGEL stock solution



Protocol

Rehydration buffer 2t=7]: 560 pl (1.25X stock solution) + 140 pl (H,0)

Sample =0[|7|: sample(124h) 2 740 2Zt2t 720 pl (1.25X stock solution) + 180 pl
(water)211 =0|7|. (Sample buffer = 1.44 ml 1.25X OFFGEL Stock solution + 0.36 ml H,O)

Strip {8 [ EZ|0o] £0f EHA|ZICH+7F AF22 &4 Ch AF AF=Z HO|A.
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Zf well O 40 pl rehydration buffer & 3ottt (20| ZXA| @A ot HNE o S
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Electrode pad 4 7|E 7HUW1, HAN 2 79| pad & rehydration buffer 0f MMHA =7
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1522 A &™o| 2 m7tx| 7|chalc.
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. Cover seal & ZAG| 7| L} (X8| HE J=X| Zolstr|)

ZF electrode pad 0ff 10 pl o] 25 ZF St (PAD 7F SXO0|X| @=X| =] &Ql5t7))
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- Tray £ 7|A %lof 284==Ct

+Z0f 200 pl, - Z0{| 1 ml 2| mineral oil & £ZF3tC}
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o ¥Z0 200 ul 2| mineral oil &  £3F%tCL.
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