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The Visualization Procedures
AAmmoni acal Sil vAlrl Spraatneinmgs are stained. Best 1
selective.
Bll mmunofi xation with FIl| ulog@&@sikceatievé magaingii ng, \
Needs a Fluorescence | mager.
B2l mmunofi xation foll owed gbGelSedtvieve Sgtaainninmgg, Vv
Needs an overnight step (washing out of the exc
CBlotting wi tSh alimmmwAce | ecti ve staining, needs ar
step
Proposed SMeathedyA gives be
and sensitivity This metho
routine method.
Critical samples should be g
with amelleg@tive visualizat.i
or C. c
AGener al $Sitlavienri ng: Solutio
Silver staining can be auto
Pl us from Hoefer (see Fig.
Adapted from reference [ 1] ,
AttentiThe: new | EFGel s wi | | =
times in the FAxtdshtesiengr! sFingi t Gt H—|é>efer Process
magnetic bars coming with the staining mashine.
Before the stlBonnemove protei-aauif fraocne taned &kelr os e
the sugpdom wash the gel with hot water; then wi
1 Fi xing 30g TCA + 2@0dimgt H+ 60 ml MeOH = 200
Attent Fomi ng sol utions aodMe®dDHnihmy eT CA
be prepared freshly!
2 Rinsing 110:0 ml Me OH + 20 ml HAc, 2
3 Ri nsing 1101 :ml Me OH + 14 ml HAc, f 20
4 |l ncubat i2dg mlI Gl ut aral di dehyde ( up
withOHdi st. then add 3.5¢g
9 Wat er 1400 m Hi st . ,,
6 Silveri rbsol Dnsdol ve 2503;i mg 1AgN
dlst.
Soluti44o @j0 Wi st + 4 ml N
1.5 mk( NH) ;
Drop Solution 1 into 2 whe§ ng
200 ml / _—
with dOst( dHr see -Sthei Siid g eR bshlng
nual)

7 Devel opiSngng: citric acid + 100 Ol ;2@ mﬁn% feihlymg
200 ml

withO Hdi st, (or s®&kratmiendi Kiver ma -
nual)
8 Stoppi n@® 0: ml Et OH + 2 ml HAcC

fildl up to 200dmbst with H
9. Preser:vildg ml gl ycer ol,0 +d il9t0. ml H
Abbreviations:
HAc (Acetic acid), NaAc (Sodium Acetate), MeOH
(Trichloroacetic acid), MeOH (Methanol)
References:
[ 1] Rabill oud T: A comparison between | ow backg
protein stains. Electrop-Ma3r9esis (1992) 13, 429

EDCEl ectroplhevesiopmenhs &l ting, Wndawuellse c t-d ® p é lo ecpoimnesmut | 8t -3 dogvn deea d sC
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Gener al <Sitlavenri ng: Solutions and Progr amme
Do not use plastic ware: glas or stainle
Step Solution Vol gel <0. 5/ gel >0. 5mn
. : 1% trichloroacetic . -
1. Fixin 30% Met hanol 20 0nl 20 min 30mi n
2. Wa s hi H,O di st 2 0 Onl 5 min 5 min
3. Rinsi 50 ®#wet hanol /[ 10% ace| 200nl 20 mi n 30 mi n
4 . Ri nsi 5% met hanol /I 7% ac| 20 0nl 15mi n 20mi n
5. |l ncub 2.5 % glutardial d| 20 0nl 15 min 20mi n
i H,O di st 3 (k)
6-9. Wash ,5ti wdld: overnight i1l206n | * 107 3 x 15 m
SolutibBbinsdol ve 250;i mg
1 ml,0 Hdi st
10Silver| Soluti4d @0 Hi st + 4
(Prepare (1M)1.45 mlz(RB %) 20 0nl 25 min 30 mi n
before u Drop Solution 1 into
fill up to 200,0ml w
(Or see ticdg aSinliwnmagr Ki t
. . 2 1 .
11 2Washi H,O di st 20 onl 1 + 5 1 + 5 mi
1-4 mi n 1-4 mi n
3 : Set Be Set Bee€gp
13Devel of 1000690$g?ﬂn2;ggkcdgc Step 1 Step 12
(Prepare Wit hO HAdi st y 20 0nl Watch &g Watch aln
before u AmF . stop wi stop whe
(Or see ticd aSinliwmgr Ki t backgro backgr oful
turns y|turns yel
14Stoppi 10%t hanol, 1% acet| 200nl 15 mi n 20 mi n
15. Pres 5%gl ycer ol 2 0 0nl 15 mi n 200 mi n
Dryingdr Aithe gel (down to the film), then ro
(supplied with the gel) onto the su
Total staining time: Appr axhiimn&ktaelgyss5hthbhbous s (§
t hickre®.s5mm)
Stock Solutions and more detailed mixing

http:// www. el edtervep oprowmaisul ti ng. de
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B1ll mmundi xation with Fluorescence | maging
Before the sthoninemove protei-aauff fraocne tahned kelr os e
suppdntt m wash the gel with hot water; then with
All samples are adjusted to 15 mg/ | l gG. The | mn
best 1 s the use of the Rehydration Tray. The tra
Pi pet the 30 ml anti body solution-sinde dohwnitrarmwyt
surface of the solution. Switch on the shdlddrr; s
The gel must not &t bok ttoo!the tray
Do not write on the plastic fil m!

Step Solution Vol um| Temp Ti me
Fluorescel300 Ol Gehumam tligG ( H+ 30 mlf 20A( 2 h
| mmunofi x|/ -REX in 30 ml 3 % PEG rocke
Was hi ng 3 % PEG 60070 irno cPkBesd ! 20 Oml 2 0AC 1 h
*)Prepar i RPlgo sPBISBu(fef e Baeldi ne) :
a) Phosphate BufRHR®+: 12 .g5,M@aHN4d | up t(o 300 @GMyes pH 7.0.
b) PBS: 3.125 ml Phosphate Buffer + 810 mg NacCl + 20 g |
(= 0.81% NacCl, 0.02% KCI in 10 mM buffer)

Fig.:EHBC Rehydrat i ) .

onnTray, horlzontdiAqtyh-%hesvdeGI 'antIlllﬁacgcdeq'llg%llﬁoqhydratio
Il ed N L h orbital shak
Remove the gel from the washing saliuti drownRI| aand
scanner platen.

ScannSettings (GE and Fuji):

The-REX conjugated antibody: physical properties:
on.

The fluor-emagecesettings:

GE Healt hcassrceannefrujHLA9000: red | aser, resolutio
exciting red LD Laser (635 nm), emi ssi on: LPR F

B2l mmundi xation foll oweSd abiyniSigl ver
(Courtesy of G. Cox, Morriston Hospital Swansea)
Adjust t-lmeevdCShe -s&@mmulmes t ocamcdmtérati on of 5 mg/

Step Solution Vol um Temp Ti me
| mmunki xat{250 Ol Rabbit Anti humal 30 ml| 20AC 2]3 hb-
bit -Aoman Transferrin i
PEG 6000 "?,n rPoBcSk e d !
Washing 3 % PEG 6000 irno ¢PkBesd 1®O0ml | 20AC | overni|gh

Start -sthverng wit,@ @i0Ostmi n tHhen from step 5 (1 nc

EDCEl ectroplbevesopmeons &l ting, Wwawuellse c t-d ® p d lo ecgomesisut | -3 dlogv.n d ea d sy
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The | mmuSitoai ni ng:
Pl ace the membrsaincke pumtien na cl ean gl ass tray an
dur e:
suali zation programme for the bl ot
Neurologic Clinic, Groningen). AbbD
red Saline
Sol uti on Descripti Ti me
Bl ocki ng2 % ski mpaowd &r Orbital S 30 min
Ri nse Bidist water Wash 3 ti 3 I 1 min
Binding (100 Ol gehautmaanntFgGi n Orbital s 30 min
100 ml 0. 2 %-psokwdne rmi | k
Ri nse 0.9 % Nacl Orbital s 5 min
Binding 100 Ol r algbiat -®mAij ugate Orbital s 30 min
100 ml 0.2 %-psokwdne rmi | k
Ri nse Bidist water Wash 3 ti 3 I 1 min
Staini ngDi ssol vetabEAC (20 mg) Shake we 20 min
t hanol (1 h in the dark
After dissolving:
Add to 100 mlAcOet2atM NuaH
Add 100,013 0H %)
Ri nse Bidist water Wash 3 ti| 3 I 1 min
Drying Dry with a hair bl ower Not t oo N 5 min

Selective i mmuno reactioens by
precoated membranes:
(Courtesy of AJE Green, Nat.
Centre Edinburgh)

The antigen i s reconsQgidlyp ed
min without shaking After 1
Antigen is diluted in 30 ml
me mbr ane overnight while sha
membr ane afterwards with 2 %
1 hour Rinse with water and
mi |l k powder as required Fi gu
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