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First-dimension isoelectric focusing (I1EF)

* Chemical
1. 1% Bromophenol blue stock solution :
1% Bromophenol blue in 50 mM Tris-base buffer.
2. Urea rehydration stock solution :
8M Urea - 2 % CHAPS, 0.002% Bromophenol blue, 0.5% IPG buffer, i E'Jﬁfjﬂp

0.028% DTT.
3.Mineral oil

* Procedure
1.91°0.07 mg DTT %% 250 ul Rehydration buffer - jﬂ‘?@iﬁ\[ﬁﬂ °
2.§L{|’iﬁj 250 ul E{%)ﬁ%ﬁ[}, :
Tissue : 100 ug for silver stain
Serum : 150 ug for silver stainn
x ul protein sample + 0.5 % IPG buffer (1.25 ul ) + y ul rehydration buffer = 250 ul
3K 250 ul %‘ifﬁ[l,ﬂ‘ 5 13 cm Y holder 1 fel &3fiy holder rx‘xji%ﬁlfi?ﬂﬁj o
43V dry strip » Fi-strip fOT-RH | RS AR R -
5.dry strip J[1* holder 1 » *J& & 53y -
6.7+ 250 ul fv mineral oil %% holder (|1 > % _FZ=" > 3%/~ IEF > holder ng—‘ﬁyﬁ
LR AT A -
T.IEF [57F :
Tissue: rehydration 50 uA - 20 °C - overnight ; 500V, 1 hr ; 1000V, 1 hr ;
8000V, 3.5 hr ; 8000V; 24000 Vhr
Serum: rehydration 50 uA - 20 °C - overnight ; 500V, 1 hr ; 1000V, 1 hr ;
8000V, 3 hr ; 8000V; 24000 Vhr

Equilibration

* Chemical

1. SDS equilibration solution :
6M Urea, 75 mM pH8.8Tris-HCI, 29.3% Glycerol, 2% SDS, 0.002% Bromophenol
blue.

2. DL-dithiothreital (DTT)

3.lodoacetamide (1IAA)

* Procedure

1.Rw5% IEF o strip 91 * 1% DTT (100 mg in 10 ml equilibration buffer )fi* buffer
Pl [EH] 15 5548 -

Z.FJ}L-[‘%]’ strip [1 * 2.5% IAA (250 mg in 10 ml equilibration buffer )piv buffer f[1 > {=
15 5564 -
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Second-dimension SDS-PAGE

* Chemical
1. 1 X SDS running buffer :
25 mM Tris-base, 192 mM Glycine, 0.1% SDS
2.Agarose sealing solution :
0.5 % agarose, 0.002% Bromophenol blue in 1X SDS running buffer.
3.Protein maker
4.SDS-PAGE

* Procedure

1.7icl55] 10 % SDS-PAGE running gel » it gel = ]&FJ 79 1em puZft o

247 gel =470 running buffer » }{ﬁj’* sy e [V strip A[H0H gel =™ PEF—?” strip
i gel FIRLZE | 509y

3, running buffer fFt!s - 4% strip Ukt ‘JD‘ comb > J[i* 0.5%jfv Agarose
sealing solution [l 7t strip °

4. rﬁ Agarose Eglfilix > JVH comb Ut marker o

5.:&75 %ﬂrj dye "wsk » ?ﬂﬁ‘%iﬁf :35uA/gel -
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