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Refraction-2D™
Detailed Spot Picking Guide

For manual picking of protein spots from 2D gels
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1 General information

The Refraction-2D™ Spot Picking Kit allows the accurate and uncomplicated picking of
fluorescence labeled protein spots without further gel staining.

Spot picking can be performed with a fluorescence-supported spot picking robot as
well as manually. The spot picking can be done from self-casted gels as well as from
pre-casted gels. Gels can be foil supported, or placed on foils or glass plates.

Since the principle of minimal labeling is based on the tagging of only 3% of proteins,
the co-migration of labeled proteins with conventional labeling dyes (like cyanines) is
rather insufficient. For the picking of protein spots that are not labeled with G-Dye 100
an additional staining is crucially required for spot picking from proteins <40 kDa.

Due to the extremely low molecular weight of G-Dye 100 (0.3 kDa), a SDS-PAGE co-
migration of G-Dye 100 labeled protein and the unlabeled counterpart can be observed
for proteins with a molecular weight of approx. 5 kDa". Use at least 100 pg of G-Dye
100 labeled protein sample for spot picking. To improve sequence coverage of your
protein identification by mass spectrometry, we recommend to add unlabeled sample to
your regular Refraction-2D™ analysis or to prepare a preparative 2D gel (see Detailed
Guide 4.6).

*This applies only for polyacrylamide gels until a concentration of 12.5 %
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For users of fluorescence supported spot picking devices:

Use the fluorescence signal from G-Dye 100 for spot picking.
The maximum excitation is at 498 nm, and the maximum emission is at 524 nm.

For users isolating protein spots manually:

The manual Refraction-2D™ Spot Picking-Technology is based on a 1:1 printout of your
2D gel image with G-Dye 100 labeled protein spots. This printout serves — placed under
your non-stained 2D-Gel — as exact picking template. For further information please
refer to the present Refraction-2D™ Spot Picking Guide.

The Refraction-2D™ Spot Picking Kit and Refraction-2D™ Labeling Kit contain an
(extra) vial G-Dye 100 SP (for spot picking) sufficient for labeling of 150 ug of protein.

To prepare G-Dye 100 SP working solution:

1. Allow vial containing G-Dye 100 SP to warm up to room temperature.

2. Spin down vial briefly.

3. Dissolve G-Dye 100 SP in G-Dye solvent (3 ul per vial to get a final concentration of
400 pmol/ul).

4. Vortex and spin down briefly. G-Dye working solution is now ready for use.

5. For labeling instructions please read the Refraction-2D™ Product Guide™ (Use 1
G-Dye 100 SP working solution for labeling of 50 ug protein).

"download:http://www.dyeagnostics.com/site/wp-content/uploads/2011/01/Refraction-2D™ _Product-Guide.pdf
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2 Detailed Guide

2.1 What you need

* G-Dye 100 camera or scanner images in exportable tiff format

» Image processing software enabled to change the resolution of tiff images
(Adobe Photoshop or the freeware Irfan View)

* Ink jet- or laser printer (min. DINA4)

* Low fluorescence glass plate or low fluorescence gel cassette (Prod. no. PR 04)

* Spot picker

* Fixating solution (40 % ethanol, 10 % acetic acid)

« Storage solution (25 % ethanol, 3 % glycerol)

* Picking solution (25 % ethanol)

* When using pre-casted gels, please refer to the instructions of the respective supplier

and as well the chapter Tips & Tricks (see. 4.4)

2.2 Precautions

Use gloves and a hairnet in order to avoid keratin contaminations when working with
your gel.

Avoid delays between scan (II) and the spot picking process since distortions of the gel
can occur and disturb the matching of the picking template and the gel.

We recommend to practice spot picking with the provided spot picking example (see
chapter 3) upfront, in order to receive satisfying results, and to get used to the
technology described by the Refraction-2D™ Spot Picking Guide.



2.3 Detailed spot picking overview

2.3.1 2D gel electrophoresis

Perform your Refraction-2D™ analyses as usual. For subsequent protein identification
per MS we recommend to scale up the protein quantity by the addition of unlabeled
protein sample prior to |IEF or the preparation of preparative gels with G-Dye 100
labeled proteins 100 (Note, the Refraction-2D™ Labeling Kit (=12G) provides an extra
aliquot of G-Dye 100 for spot picking; see also Tips & Tricks). Maximum recommended
protein amount for large 2D gels (24 cm IEF strip): 1 mg (Please refer as well to the
supplier specifications for your IEF strips).

2.3.2 Scan (I) and fixation/ storage of the gel

Conduct the scanning or imaging of your 2D gels as usual. Fix the gel for 30 min with

fixating solution (40 % ethanol, 10 % acetic acid) and store the gel subsequently with
storage solution (25 % ethanol, 3 % glycerol) protected from light.

2.3.3 Evaluation and spot selection
Conduct the evaluation and spot selection as usual with your 2D software
2.3.4 Preparation and marking of the gel

In order to match your gel and the 1:1 size matched print-out you have to mark the gel.
Rinse the gel first for 15 min with Picking solution (25 % ethanol) and place it
subsequently onto a low fluorescence glass plate. Humidify the gel with Picking
Solution in order to avoid drying and distortion. If your gel is kept humid on the glass
plate, it will retain its original shape for at least 1 hr. Use your spot picker to mark the
gel with one hole in three corners of the gel. The holes can be easily found in your
scanned gel image (see as well: Quick Guide 2.2 Fig. 1).
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2.3.5 Scan (ll) and storage of the gel

Scan the whole gel (including the low fluorescence glass plate) with the channel for

G-Dye 100. Make sure to write down the scanning resolution (We recommend: 100
pm per pixel; Fig. 1). Export the image file without format changes as tiff file. Cover
the gel until spot picking if possible, in order to avoid contaminations.

= ImageReader FLA-9000

Condition File : Save Condition... | Load Condition...

Image Folder : [ /Library Images/Image_Data ) [ browse.. |

File Name : spotpicking_1003-59_170212

Comment :

Reader Settings:: Fluorescence

Method . (@@icv2l  S)EB Lpa73 @ [[l5] PixelSize "
¥ Ch.1 Ch.2 025 pum  (O50 pm  (100um () 200um
PMT: | 600 V (250-1000) V (250-1000) 010 um }
Stage : | Fluorescence Stage ¢ |

“NWAOON®O
“NWAROON®O

ABCDEFGHI JKLMNOPQR

File Size : about 3.58 MB
Read Time : about5mo0s

Top File Format : Img/Inf(Log,16bit) I3 start Scan |

Fig. 1: Scanning parameters: Fuijifilm FLA-9000 Image Reader (the red arrow points to the
scanning resolution; screen shot)



2.3.6 Creating the picking template

To create a picking template you produce a 1:1 size-matched print-out copy of your scanned gel. For
this, the print resolution and the scanning resolution have to be the same. Adapt the resolution of the
tiff image with your imaging software (e.g. Adobe® Photoshop®). If you do not have an imaging
software, we recommend to install and use the freeware Irfan View*.

Proceed as follows:

* Open the respective image file

» Adapt the image resolution to the scanning resolution (please make sure that the image size
is not recalculated by this, since the dimensions of the image will not match correctly).

* Print picking template (verify that the scale for printing is set to 100%).

Example:

Scanning resolution =100 ym/pixel
= 10 pixel/mm
= 100 pixel/cm

= 254 pixel/Inch (dpi)
Scanning resolution = Printing resolution = 254 dpi

If scanned with 100 um per pixel, set the resolution of the tiff image to 254 dpi in
order to print out with the original gel size.

* http://www.chip.de/downloads/IrfanView_ 12998187 .html
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2.3.6.1 Use of Adobe® Photoshop®

1.  Open the respective image file

2. Adapt the image resolution/image size
Choose in the menu “Image” the option “Image size”. The dialogue box “Image
size” opens up. Change now in the field “Document Size” the “Resolution”
corresponding to your original scanning parameters for scan (IlI) (100 ym
scanning resolution = 254 dpi respectively Pixel/inch; Fig. 2). Deactivate the
option “Resample Image” (the corresponding dimensions in cm would not be
adapted accordingly).

3. Print your picking template. Make sure to set the scale for printing to 100% (Fig. 3).

B e et imoge Laver Select Fiter Analysis 3D View Window Help | (i )
i 5= oor | Feather: [0px | [ ] Ant-alias |g,,|.= Normal 2| width: & Heght:[ |

Scan2_bearbeitet.tif @ 33,3% (Ebene 1, RGB/8) X

I

e,
X, — Pixel Dimensions: 16,6M ok
;: Width: 2747 pixels
7 Height: 2112 pixels m
&, — Document Size:
é‘ Width: 27,47 m v
&, Height: 21,12 [}
eight: r cm v
a2, *"s
a Resolution: 254 ] pixels/inch  +
o
‘ [[]scale Styles
L Constrain Mut‘nps
2. Resample Image: Fig. 2: Adapting the image resolution
I. [ Bicubic (best for smooth gradients) - with Adobe® Photoshop® (Screen

| shot).




29,67 cm x 20,99 cm

[IMatch Print Colors
E] Gamut Warning
[ ] show Paper White

Printr:  Hp | zserdet 500 Color MS51 v

Copies: 1

— Position
Centerlmage

e
a

— Scaled Print Size

[ Scale to Fit Media
Scale: 100%
Height: 2112
width: 2747

Print Resolution: 254 PPI

[]Print Selected Area
Bounding Box

Units: oy

[ Color M:

(@) Document

(Profile: sRGB IEC51966-2.1)
(©) Proof

(Profile: Nf&)
Color Handling:

Printer Manages Colors v

1 Remember to enable color management
&) in the printer dialog box.

Printer Profile:

l‘.‘lorking RGB - sRGB IEC61966-2.1

Rendering Intant:

Relztive Colorimetric
[]Black Point Compensation

Proof Setup:

[‘.‘Jorking CMYK

[]simulate Paper Color

Simulate Black Ink

Fig. 3: Printing settings (screen shot)
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2.3.6.2 Use of IrfanView

IrfanView is a freeware enabled to change the size of tiff images.
http://www.chip.de/downloads/IrfanView 12998187 .html
To create your picking template you proceed as follows:

1. Download and install the software.

2. Open the respective image file.
3. Adapt the image resolution/image size.

Chose in the menu “Image” die Option “Resize/Resample” (Fig. 4). The dialogue box
“‘Resize/Resample” opens up. The present image size in cm is displayed (Fig. 5).
Activate in the dialogue field “Set new size” the setting “Pixels” (Fig. 6). Change now
the resolution “DPI” corresponding to your original scanning parameters from scan (ll)
(100 um scanning resolution = 254 dpi; Fig. 7). The number of pixels in the dialogue
field “Set new size” must stay unchanged. If you activate now the setting “cm”, the
image dimensions in cm should have been changed (Fig. 8). Click “OK” to accept the
changes.

4. Print your picking template

Please note (Fig. 9):
* Portrait or landscape format

* Activate under “Printing size” the button “Original size”.

* Activate under “Position” the button “centered”.

“DyeAGNOSTICS
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& & Scan2_bearbeitet. tif - Irfan¥iew (Zoom: 1648 x 1267)
File Edit BUEEEN Options  Yiew Help

= g [ Information... I = 1 1

Create New (empty) image. ..
Create Panorama image. ..

Resize/Resample image

5 Some standard dimensions:
Rotate Left L _a Current size: 2747 x 2112 Pixels [ Hal | [ Dok ]
Rotate Right R . New size: 2851 & 2251 pivels o
) . 640 480 Pixel

Custom/Fine rotation. .. Ctrl+U - i it
Vartical F& v e » © Set new size: O 800 & 600 Pixels

ertical Fip Width: | 20.57 Height: | 16.24 (1024 » 768 Pivels
Horizontal Flip H ‘ . () 1280 % 980 Pigels

. Units: O pixels & em O inches

“ )
. - Y~ (1600 » 1200 Pixels
Resizef Rsample. " Ctrl+R ‘~ ©) Set new size as percentage of original O Best fitto desktop
Canvas size... ‘ ' ’ Width: :|°/° Height: :|°/° () Desktop size [no aspect ratio) L’
) L
k . Size method:

’ -
Decrease Color Depth... o . [] Preserve aspect ratio () Resample (better quality)
- [ &pply sharpen after Resample esamnieliicr
Convert to Greyscale * & ' Lanczos filter (slowest) v‘ .
j Pl: 352
MNegative . ‘ D - O Resize (faster)
L Enhance colors. .. shift+G g
l 0K ] [ Cancel ]
Auto adjust colors Shift+U u B ‘ '
gébaman Shift+S _
Fig. 4: Option ,Change size" in the menu ,Image” Fig. 5: IrfanView — Menu ,Resize/resample” (Screen shot)

(Screen shot)
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Resize/Resample image

Some standard dimensions:

Current size: 2747 » 2112 Pixels [ Half ] [ Double
New size: 2850 » 2250 pixels
(O 640 » 480 Pixels

© Set new size: ©) 800 % 600 Pixels

‘Width: | 2850 Height: | 2250 | (0 1024 » 768 Pixels

Units: @ pirels O'em Oinches (1280 » 960 Pisels

= (1600 % 1200 Pixels
O Set new size as peﬁen!age of original: O Best fit to desktop
Width: DZ Height: % (O Desktop size no aspect ratio)
Size method:

[[] Preserve aspect ratio (*) Resample (better quality)

Resample filter:

[] &pply sharpen after Resample
l Lanczos filter (slowest)

DPI: 35
4 O Resize [faster)

[ 0K ] [ Cancel ]

Resize/Resample image

Some standard dimensions:

Current size: 2747 » 2112 Pixels [ Half ] [ Double ]
| New size: 2926 » 2250 pixels
(O B40 » 480 Pixels
© Set new size: © 800 x 600 Pisels
| width | 2850 Height 2250 | (O 1024 » 768 Pixels
Units: @ pisels O em O inches (1280 » 960 Pivels
(O 1600 x 1200 Pisels
‘ (O Set new size as percentage of original: ) Best fit to desktop
idth: % ight: % i i
Width |:| Height: (O Desktop size [no aspect ratio) 3
Size method:
[[] Preserve aspect ratio () Resample (better quality)
[7] &pply sharpen after Resample Resample fiter: .
[ Lanczos filter (slowest) v ]
DPI: 254 O Resize . ‘
S esize [faster) »
[ 0K ] [ Cancel ] i
_ - - |

Fig. 6: IrfanView — menu ,Resize/resample” ,Pixels" activated (Screen

shot)

Fig. 7: IrfanView — menu ,Resize/resample®, DPI adaption (Screen shot)
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53 rs §]
Print Preview
Resize/Resample image " " —
. . Printer settings: Print size: Frizvars
Some standard dimensions: Printer: ® Oiiginal size (from D) 2
Current size: 2747 » 2112 Pixels [ Half ] [ Dot firier fignal sze (from image ]"s "
) ) Lexmark 225-235 v ‘ () Best fit to page [aspect ratio) g
New size: 2850 » 2250 pixels YIS
B () 640 480 Pixels O Portrait () Stretch to page [no aspect ratio)
® Setvnew S|ze:‘ () 800 » 600 Pixels (& Landscape v~ O Custom:  Width: | 2
Width: | 28.50 Height: 22.50 O 1024 » 768 Pixels Paper size: = Height: [500 |
| . ; ! J
Units: O pizels &) em O inches © 1280 % 360 Pigels Ad R
~o (1600 % 1200 Pixels O Scale: X Axis:
O Setnew size as percertage of oiginal () st it o deskiop 0A Y s [0 |
Width: — | @ Height l:‘ % © Desktap size [no aspect ratio) Headnote/Footnote text: Position: Multipag|
) ["]Headnote: Left margin: 0.00
Size method: [ ‘ ) —
[] Preserve aspect ratio () Resample (better quality) - Top margin: 0.00
Ty Footnote: .
[ harpen after Resample Resample fiter: ‘ [[] Center image
Lanczos filter (slowest v - e P
e e | ~ ] ‘ Hint:$D = fle folder, Mz e Resuling
’ N~ ) Resize [faster) $F = file name ... for 'custom'/'position”.  Number of copies: 27452
O N o
I oK ] [ Cancel ] Courier, Size: 10 iz i,
—— = ~__—=m

Fig. 8: IrfanView — menu ,Resize/resample®, changed dimensions in cm

(Screen shot)

Fig. 9: IrfanView — menu ,print* (Screen shot)
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2.3.6.3 Use of other Image Processing Software
Please make sure:

(a) That the image size is not changed during the adaption of the image resolution, since the
dimension of the image will not be adapted correctly.

at you set the scale for printing to ,, 0" or ,not scale” and not to ,fit to paper size".
b) That tth le fi inting to ,100 %" t scale” and not to fit t ize"

2.3.7 Marking the picking template (optional)

We recommend to mark the spots of interest
on your picking template in order to facilitate
their selection during picking (Fig. 10).
Furthermore, we recommend to encircle the
marks in the corner of the gels in order to
facilitate the exact matching of gel and print-out

Fig. 10: Encircling of the marks in the
corners of the gel on the picking

template.
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2.3.8 Spot picking

Place your spot picking template under the low fluorescence glass plate with
your gel on it. Match the marks in the corners of your gel exactly with the
encircled marks of the underlying printout (Fig. 11). Pick now your spots of
interest. When you are finished, perform a control scan in the G-Dye 100
channel.

Fig. 11: Preparation for
spot picking. The gel is
placed on the picking
template in order to
perfectly match the
marks in the gel and on
the picking template.
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3 Example for practicing: model protein BSA

3.1 2D gel electrophoresis

Separate 2 ug of G-Dye 100 labeled BSA (see: Refraction-2D™ Product Guide) with a
small 2D gel as usual (e.g. IEF: pH 3-10; SDS-PAGE: 13 % polyacrylamide gel). The
Refraction-2D™ Spot Picking Kit contains an extra aliquot of G-Dye 100 for conducting
a practicing example and for one preparative gel.

3.2 Scan (l) and storage/ fixating the gel

Scan the complete gel in the G-Dye 100 channel. This scan serves as a control of the
quality of the 2D gel. Fix the gel for 30 min with Fixating Solution (40 % ethanol, 10 %
acetic acid).

If you wish to pick spots directly:
Rinse the gel for at least 30 min with Picking Solution (25 % ethanol) and continue by
marking the gel (see. 3.3; a 15 min rinsing is not required).

If you wish to pick spots later:
Store the gel protected from light in Storage Solution (25 % ethanol, 3 % glycerol) and
continue with section 3.3.

3.3 Preparing and marking of the gel

Rinse the gel for 15 min with Picking Solution (25 % ethanol) and place it subsequently
on a low fluorescence glass plate. Use your spot picker for marking the gel with one
hole respectively in three corners. The holes can be easily detected later on in the
scanned image (Fig. 12).

" DyeAGNOSTICS
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Fig. 12A: Marking the gel with one hole respectively in three corners.

on

Fig. 12B: Scan (ll) of the marked gel.
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3.4 Scan (ll) and storage of the gel

Scan the whole gel with the G-Dye 100 channel and a resolution of 100 uym per pixel

(Fig. 13). Export the image file without changing the format as tiff file. Make sure that
the gel is humidified with Picking Solution (25% ethanol) during this. If possible, cover
the gel until spot picking in order to avoid keratin contaminations.

4 ImageReader FLA-9000

Condition File : Save Condition... | Load Condition... |

Image Folder : [ /Library Images/Image_Data 4] [ browse... ]

File Name : Spotpicking_1003-59_170212

Comment :

Reader; Settings:: Eluorescence ,/
< " ’
Method: (EICy2l *)EB D473 [ |0 [[] Pixel Size A
¥ Ch.1 Ch.2 025 ym  (O50 pm  (®100um () 200um
PMT: 600 V (250-1000) V (250-1000) 010 um .

Stage : | Fluorescence Stage

“NWHOODON®O©
“NWHOON®O©

ABCDEFGHI JKLMNOPQR

File Size : about 3.58 MB
Read Time : about5m0s

Q Top File Format : Img/Inf(Log,16bit) u Start Scan

Fig. 13: Scanning
parameters: Fuijifilm
FLA-9000 Image Reader
(the red arrow marks the
scanning resolution; screen
shot)
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3.5 Creating the picking template

Set the resolution of the tiff image with your image processing software (e.g. Adobe®
Photoshop®) to 254 dpi (Fig. 14). Avoid resample of the image dimensions. Print the
adapted tiff image and make sure that the printing scale is set to 100 % (Fig. 15).

Bi Fie et Image Layer Select Filter Analysis 3D View Window Help |

{:} - Q@ d) | Fedher: [ ] Ant-alias | Style: | Normal | waidth: & He T e —— [~ Color Management
- - (@) Document
Scan2_bearbeitet.tif @ 33,3% (Ebene 1, RGB/8) X (Profie: sRGB IEC61966-2.1)
N Copies: 1 ©) Proof
(Profile; N/A)
.
. — Positk
P‘ 7] Cator e Printer Manages Colors -
K, — Pixel Dimensions: 16,6M ok ) Tor: [0 | O e e e ™
.ﬁ‘ i . i Left: Printer Profie:
f Width: 2747 pixels |Workmg RGE - sRGE IEC61966-2.1
: Height: 2112 pixels [ e print se= Rendering Intent:
’ Auto... [[]Scale to Ft Media - —
- ol 1o Relative Colorimetric
Vs — Document Size: w« [JBisck Point Compansation
é‘ Height: 21,12 8 =S Proof Setup:
x‘ g 27,47 cm v width: 2747 |Workmg cMYK
g‘ Height: 21,12 m - print Ressiton: 254 751 [simuate aper Color
- Errerean [V]Simulate Black Ink
a‘ Resolution: 254| ] pixels/inch v - =
0 [¥]Bounding Box
‘ [5cale Styles S~ [JMatch print Colors Unts: o
‘ . . [[]Gamut wamning
Q‘ Constrain Proportions Wt
(@l .
X Resample Image: & -
T. [ Bicubic (best for smooth gradients) v]
k.
Fig. 14: Adaption of the resolution from the tiff image with Fig. 15: Print settings (screen shot)

Adobe® Photoshop® (screen shot).
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3.6 Marking of the picking template

Encircle the marks in the corners of the spot picking template in order to facilitate the
matching of the gel and the printout.

3.7 Spot picking

Place the printout of the spot picking template under the low fluorescence glass plate
with the gel on it. Adapt the position of the gel in order to perfectly match the positions
of the marks in the gel with the encircled marks on the printout (Fig. 16). Pick now the
BSA spots and transfer them into a 1,5 ml microcentrifuge tube.

As a control, scan your gel again with the G-Dye 100 channel. The BSA spots should
not be detectable anymore. (Fig. 17). For further control you can stain your gel with
Coomassie Blue or silver nitrate.

£ e

223 e

Fig. 16. Preparation for spot picking. The picking template is placed Fig. 17: G-Dye 100 image of the gel after spot
under the gel in the way to perfectly match the position of the gel picking.

marks with the encircled marks on the printout.
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4 Tips & Tricks
4.1 Marking of the gel

For marking the gel (see Quick Guide 2.2 and Detailed Guide 2.3.4) you can as well
use other methods like cutting corners or other marking which help you to perfectly
match your gel and the spot picking template.

4.2 Spot picking without low fluorescence glass plates

If you should not possess low fluorescence glass plates, you can as well use any other
type of transparent glass or plastic plate for spot picking. In this case you have to
perform scan (llI) without this plate and place your gel prior to spot picking on the
respective plate. We recommend use of low fluorescence glass plates in order to keep
gel damaging by handling to a minimum.

4.3 Distortion of the gel

If you constantly humidify the gel with Storage Solution, the gel will keep its shape for at
least 1 hr. If you observe during scan (Il) or during creating the spot picking template a
swelling or shrinking of the gel, the differences can be corrected as follows:

(a) The gel is smaller than the picking template:
Place the gel briefly in water and wet it on the glass plate to let it swell. If the gels
reached the required size, start with spot picking.

(b) The gel is larger than the picking template:

Place the gel briefly in fixating solution. If the gel reached the required size, rinse briefly
with Picking Solution and start with spot picking.

on
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4.4 Use of pre-casted gels

The Refraction-2D™ Spot Picking Guide is compatible to all pre-cast gel systems,
which are suited for spot picking (glass- or plastic cassettes have to be removable).
Please consider as well the supplier’s recommendations for storing and fixing of the
gels.

Using foil supported gels, please consider the supplier’s recommendations for fixating
and storage of the gels. Foil supported gels are covalently attached to the foil. The gel
cannot deform. Therefore you can use scan (l) for preparing the picking template and
skip scan (Il). Furthermore, you do not need to mark foil supported gels, since gel and
foil margins are usable as marks. Make sure to scan with foil completely. For extended
storage (e.g. evaluation of the gel between scan (1) and spot picking) we recommend
the fixation and drying of the gel (please refer to the supplier’'s recommendations).
Rehydrate the gel before spot picking.

23



4.5 Preparing preparative gels

For preparing preparative gels we recommend to use 100 pg of G-Dye 100 labeled
proteins (the Refraction-2D™ Kit (212G) contains an extra aliquot of G-Dye 100 for
preparative gels) as well as the spiking with non-labeled protein sample in order to
increase the identification chance of low abundant proteins during MS. Please refer as
well to the recommendations of your IEF strip supplier for the maximum amount of
protein that can be loaded. Separate your preparative sample like your analytical
samples by 2D gel electrophoresis as before.

If you wish to pick spots immediately after 2D gel electrophoresis:

Start with section 2.3.4 by placing your gel without fixation or rinsing on a low
fluorescence glass plate, marking it, and scanning it (corresponds to scan (I)). Wet the
gel with Picking Solution and continue as outlined in the Refraction-2D™ Spot Picking
Detailed Guide.

If you wish to pick spots later:
Start with section 2.3.2 by scanning your gel as a control, subsequently fixate your gel,

and keep it in Storage Solution until spot picking. Continue before spot picking as
outlined in the Refraction-2D™ Spot Picking Detailed Guide section 2.3.4 and following

sections.

“DyeAGNOSTICS
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