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Resin ©| C18 1t sample 2| hydrophobic interaction 2 O|&%t

XIO|E 0|23} salt, CtE substance 2 protein S 2 EE 22|3HC}

2. Protocol

Activation — Equilibrium — Sample binding — Washing — Elution

B Material & Reagent
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Z40|Ct. ACN 1t water ©| hydrophobicity

Pierce C18 Spin Columns, 25 spin columns each containing 8 mg of C18 resin (Cat. 89870)
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ACN

Water

Formic acid

Activation Buffer

180x2x05x a

180 x 2 x 0499 x «

180 x 2 x 0.001 x «

Equilibrium Buffer
(=Washing Buffer)

180 x 6 x 0.05 x o

180 x 6 x 0.945 x «

180 x 6 x 0.005 x o

Elution Buffer

30x3x07x a

30 x3x0.299 x o

30 x 3 x0.001 x
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®  Procedure

Sample preparation
@ Equilibrium buffer 180ul0f| sampleS =9ILC}.
@ vortexing : ZolH, BIHOZ
® sonication : 2&
@ vortexing : 45}, HHO =

Resin Activation
1. column & H|O|E0| §5 MM HM0| =& resin 0] Lf2{7tA 2Lt
2.cap 2 99 AFE ACL (Of2fo| cap & YA HH 2|Q| cap= & [Iff resin O] §[0] REL})
3.2 ml tube of £4E A3t =, DR-88 & 0|8sH HHX|E At column S 7[-2Lt.

4. column 0f Activation Buffer & 180 ul % Y&=C}.

rir

* 0| 22 resin 0 23 LH2{7t7| 98 buffer = H@ig et Za{zct
5. Centrifugation : 700 X g, 30 =, 16 °C (X2 3|)
6. waste E H{2|7| MO C}Z step 22 HO{7t buffer 5 XLt

* resin O] OFZ2X| &47| % :resin 0| Of2™H sample 0| binding &l HE7} E2tEICt

Equilibrium
* equilibrium O| OtE|0{ QO M peptide 7} EX| L=Ct.

1. Equilibrium Buffer 180ul 2 column 0off 20 resin 2] ACN 5= £ %=Lt

M4

2. waste & H{ZIC}. (tube O] max.= 400 uyl @2 ZtFSICE)
3. Centrifugation : 700 x g, 30 =, 16°C (X3 3|)
* Centrifugation 1 3|7} € 20| = sample =H|& 8}, 2 31§ =¢EICt.
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* MS EX sample 8 TH|E = resin O] OF2X| &UH MM =O0LOF L

Sample Binding
1. Sample 2 column 0Of pipetting L}
*tip 2 E[CHSH resin Off 717710 =HA| pipetting $HCF
2. waste & HZILC}
3. Centrifugation : 500 x g, 30 =, 16 °C
* CtE step Ot =2 500 x g Q1 0|§ : buffer = Ct L7t peptide = & 82 = UEE.
4. Re-binding 2|3l flow-through & [tA] column Of pipetting $tC}.
5. Centrifugation : 500 x g, 30 &, 16 °C



Washing
1. Washing buffer £ 180 yl & Y=Ch
2. waste & HZILC}

3. Centrifugation : 700 x g, 30 =, 16 °C (X2 3|)

Elution
1. Elution B2 eppendorf tube & 0O|2| F=H|SHC}.
2. waste & HZIC}|.
3. C18 spin column & eppendorf tube 0 &=L}
4. Elution buffer 30 ul & column 0 E+=C}.
*tip & E[CHSt resin Off 7477t0] F=HA pipetting S
* elution buffer &S 20~30 yl 2 =HSI 2~3 3| LM A elution SHC}
5. Centrifugation : 700 x g, 30 =, 16 °C (X3 2|)

6. column & tube O|A H{'¥ [HO|= column & AR EHHA HjLHCE



