2D Kits Small £Q-#ype

Fi d.:LefCGoomassi @i ned separafi bmssoappBET: 2stxrilpls.cm | PG
Right :-epestrophoretsaisndd-T&€l nNF Bel ow:-2Refracti on

Gener: al

El phoGel 2D Ki-ToeUsse ag eRe aliwGel 20 Kit is a dry-gel kit for the
second dimension (SDS) of 2D-electrophoresis on normal, heat resistent
(Polyester), or non-fluorescent NF-support designed for horizontal flatbed sys-
tems.

Two 7 or 11 cm IPG-strips and one molecular weight marker are run on one gel.
The gel thickness is 0.5 mm, the gel size is 251 11 cm.

Polyacrylamide T-value is 12.5%. EQ-type is a special way of production.
Polyester-film:

The gels on polyester-film can be stained even with ,,Hot Coomassie Staining"
technique of preparative runs and highly sensitive silver staining of analytical
runs. Suitable for Pro-Q staining.

Because of some autofluorescence of the Polyester-film they are not suitable for
fluorescence detection in blue and UV-channels.

NF-support:

Non-fluorescent support (NF). These gels should be used for fluorescence-
techniques when all 3 channels are needed.

The fact that these gels can be scanned without any surrounding glass-cassette
yields in higher sensitivity.

ElphoGels 2D:

The Ready-To-Use ElphoGels 2D can be stored at 4°/8°C for 6 month.
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SDS Markeéri:!l ute toead®ddrd at | east 1 + 1 with the

| P&trip Equiilmbbamli oemquilibration buffer per 7/1

| mportdaée : BDCA-BGri p equil . brughyedr,atriesn bguweflf er .

1,:2Weigh in the reagents, add equilibration bufi

St ey Ur ea DTT I AA equilibr. Buf fTd rme *per stri

1 1.5 ¢ 40 nrhg === add 4.*2* ml 15 minmakes 5 m
2 1.5 ¢ - - - 105 '‘mg add 4 .*2* ml 15 mijn

Fi ©QaEquilibration sbe

Fi ®©9.c Wi pe away exceed buf
e
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1.

There are

g condi A®ons (15
t h rengeways to run a this 2D

1. Day ROB
I ght( IRU.N5 hour s)

Power supply settings per gel

The three phases apply low electric fieldsripsti
to theg&DS When t her eeniosye wirhiet:tepnr:fRassé@@pen the |
remove the | PG ststirpps Twhell @B@stroy the gel wher
the whole run

Then close the |Iid and continue the separation.
flatbed mPwWsth atrhe draw in to totally to get <cont

Day Run

Ready within ~3 hours.

Total runniEEEREEEEECRET thwe H: n) s parento SN oo
1 Gel: Set \?élal:(SET m Set Ti me Comment
(sar%gla:eer}tr R 4 0 ) 7 mA CER < Ol =g Drrim?Cboenftoirnel“tthy
(sarzglageer?tr 150 W(-90) L Sl G 8 Omi n tairso%%r;]t it%%i tsI
(samr;))rllaesio?]ce U \/8~n1)60) 2 i & 1 Omi n rzfmg\?[:: Eﬂless??f
(maipnhaesieecdirc 980 Vgé)lo B 25 W 110 miBr—zoomnoephiennotlhreedAn-

Opti mal-dewntof the run: See page 10

: . b 3
5 [ s |
315
250
180 ;
140 '
95 . Ve .
- ot e . X 3

“ - tr ”(" 2 . o
ab Pl - IR Py, Ny -

B IV A P R
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- . - - I‘
..s,';.‘_-' O - g
<- ¢ IRy .7
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Day Rumearly no smiling. spot shape Okay.
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hour s)sh&épme | Oknay .i sUses oni Sipt
mperature o 10AC (water con
Total running time:~18 hours
1 Gel : StartSET m Set Ti me Comment

Val ue

Di sconti nulit
~5 mm before| tth

phase

(sampl e V| 7 mA 2 W 30mi n

g Di sconti nujit
V 13mA 3 W 30mi n through the s
] after this [ph
) o W & Ol 1 remove the s/tr
5> W 1020 miBromophenol red
(17 )h -zone in the A

run: See next page.
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Opti mal shutdown
The (andodal i on) SDS should be completely in tfFt
4 optimal run time and separation di-
: stance:
- o " SDS should be out in the anodal strip!

8§ ey
A...’.-?.___ : ) _.-
“~% =_ =~ = Bromophenolblue runs
= === ahead of the SDS
r
SDS-zone
cathodale end of the
SDS-zone is visible! e .
The (andodal 1 on) SDS should be completely in ¢t
Il n BEBODCSDS bauystem the SDS runs behind the Bromop
Thi s means Stopping the run with the BPB wil/ I
Remedy
Let the SDS run out of the gel and use the separ
mi zed shutdown:
a) You can see the bawoksi,denaafk etdhea elIDdHY t he Co
ED®& Sample Buffer. Let this zone out in the s
b) Use a prestained standard and run it till tl
strip.
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SemiCol | oi dal Coomassi e Staining Proto

Downl oad this protocol
http://www. el edterved bhpiromsnissul t i ng. de/ ht ml / semi col |l oi dal . ht ml

Hot Coomassie Staining Protocol

This hot Codmafnsing i s staining andFifguxi)d@gl4i multanuousl vy,
The acetic acid for staining and destainindganng fraypwihglidy o o p
50 C
St ock solutions:
staining solutiflo®M% (w/v) CoornBabsOsi e R —_—
in 125Q@2.n% acetic acid 0 - . ]T,'
destaining sol ulfi &nacetic acid — grid
preserving sol ultOi%ew(:v) gl ycer ol
| f Pharmal ytes were used in the first di mensio 2 was
donﬁ first: ’ ' heating  sfirrer
Washing programMm% Et OH/ 10% HAc or 30 min ; . c
(Pharmal ytes in2@%dEmMOH/ 10% HAc for 30 min F|_Sgt4.al—i|omtisriCoomtah_
Staining progr aStneei:n2nfyr eshaining s60 ukAG on at X st g g
R ; . . AStaining Tr
(in a f ume vhhoiolde stirring Nor ma |
(Fig.),l4tain th8 .h5% gel s
Destai ®vegni ght in a small volume destaining
i n a -tfridyyghde downa rocking platform.
Preser viOmign preserving solution
Dryi Agdry overnight
Silver Staining Protocol
Fol |l owhat $:0:/ www. el e dterved hgromaisul ting. de/ html/2dsilver . h
For all steps: pl gtasgédedtorn a ypreot itdhee up
step reagent vol ume ti me
] 40% v/ v) Ethanol / 10% Acetic Aci ]
o B (160 ml EtOH/ 40 ml HAc/4 g Citr |2 X00mLj2 x0 ami| A
e H,0 di st 4 x 2004 x 10| n
Was hi i 2
6Sens.i 30% Ethanokh (wODvDP3 Sodium Thi os U
zi A 10mmoAdSodi um Acet at e 20 0nL 30mi n
9 (60 ml Et OH/ 65 mg Thiosul fate/ 30 0
7-10 . . <
Washit H,O di st 4 ROOL1I 4 | mbhbn
11 02% AgNOO.3% For mal dehyde (w/v .
Si |l vern (500 mg ;:Ag8O Ol Formal dehyde (37 2 0l 20 el q
1214 " . .- .
Washitf H,O di st 3 1 200 3 |1 1mi |
2.5 %CKa/ 0B%OFor mal dehyde/ 20 0nL
15 0.00075% Sodi um ThiosulfavIsual 3-5mi n
Develo (5 g Nalcg®o Ol For mal dehyde/ troll
75 Ol S ddiwmul fat (2%) in 20
Sttoppi 10%AC, %I1G0 ycer ol | 200t 5 omi n
Preser (20 ml HAc/ 20 ml Gl ycer ol [
11 Dry air dry , on-ftihen support 1 6h

*without Glutardial dehyde-spkeecawsmetefr !t he mass
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DI GE Fluoretabprteng Pidtaakefoill m support)

Fromrochure: Protein Labeling Kits:
Sat u2bh, Ref2dtbyagnostics, Hal l e (Ger many)
http://www. el edterved ogppromaissul t i ng. de/ ht ml / downl oac
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