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PRODUCT DATA SHEET

Kit contains: ProteoHook™*-| , 10 vials
Reconstitution Solution, 460
Equilibration Buffer, 2.5ml
Wash Buffer I, 4ml
Wash Buffer II, 4ml
Wash Buffer Ill, 4ml
Elution Buffer, 4ml
ProteoHook™ Resin, 2.5ml
Spin Column, 10 units
Plug, 10 units

Quantity: Provides reagents for 10 sample preparations.

Small Box at 4°C

Large Box at -70°C or -80°C

We recommend making aliquots of Wash Buffersandl 1l if > 3 freeze-thaw
cycles are expected.

The ProteoHooR" 2DE kit provides clean-up of protein samples fBE2 It utilizes a spin column format in which
ProteoHook™ is used to immobilize proteins on anreliring contaminant removal. ProteoHook™ canatsl
proteins from contaminants without the need forcymigation and resolubilization. It can remove >9®f salts,
nucleic acids and detergents including SDS. Thisal harsher methods, such as boiling in SDS, todeel for more
complete recovery of proteins from cells. This fdoreethod maintains relative ratios of various pimgein a
complex mixture and provides more reliable and adpcible results compared with precipitation-basesgthods.
Protein isolation can be achieved in approximatebyhours.

The ProteoHooR' 2DE kit has been optimized for total protein pregians from cells or extracts for 2D gel
electrophoresis. The kit includes materials sufficito clean-up 10 samples, each containing 50EP@rotein in
100-200 pl total volume, with the concentratiorpaftein being at least 0.5 mg/ml.

Product Use Limitation:

ProteoHooK" 2DE kit is intended for research purposes only.
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Important (please read before proceeding)

Protein sample must contain at led80 mM Hepes, pH 8.Cells may be lysed in buffer containing 100 mM
Hepes, pH 8.0. If other methods are used (see Netesv), 1 M Hepes, pH 8.0 may be added such tteafinal
concentration is 100 mM.

Test pH of sample containing 100 mM Hepes, pH 8t pH paper to make sure that the pH of the sanspie
8.0. If necessary, add 1M Hepes at pH 8.0 tillghereaches 8.0 .

Prepare protein sample by method of choice (seeNd$es below).

Protein sample should contain 50 — 500 g proteit00-200 pl total volume, with concentration beatdeast
0.5 mg/ml.

If labeling with dyes for 2D-DIGE, please read thetes below before proceeding.

Do not use Tris buffers in this procedure as it mfigct protein recovery.

EDTA is not recommended for protein sample prepamads it may affect protein recovery.
We recommend Bradford protein assay for measurniotgim concentration.

Reagents in bold are included in ki¥WVe recommend making aliquots of Wash Buffersahdil Ill if > 3 freeze-
thaw cycles are expected.

Notes

Sample preparationSamples can be prepared as desired. Cells shouwlddtged thoroughly before lysis to remove
contaminants from growth media. Commonly used sSbhalion agents and detergents such as urea, rédou
CHAPS, SDS and DTT are compatible with the Protazkfd 2DE kit. Examples of sample preparation methods
compatible with this kit are posted on our webéitick on FAQ under ProteoHoOk 2DE sample preparation).

Larger sample volumesFor sample sizes > 200 pl, use correspondingly drigimounts of ProteoHoB% and
ProteoHook" Resin. For example if sample is in 200 - 400 puveé, reconstitute two vials of ProteoHdBkand
use contents of both vials. Use 400 pl of Protedfd&esin and double the volumes for all washes artibalu

Labeling samples for 2D-DIGE (also see page Babeling samples for 2D-DIGE should be carried atuthe same
time as reaction with ProteoHdo8k (step 11). Excess dye should be quenched befareeeding with step 13,
capture on ProteoHoO% Resin.Labeling after treatment with the ProteoHdYkKit is not recommended.

In order to minimize differences between Cy3- angb-{abeled samples resulting from sample processive
suggest mixing the two samples after quenching ssxdge and transferring to a spin column contaitivige the
amount of equilibrated ProteoHo8kResin and doubling the volumes used for washeshidn.

2DE set-up: We recommend adding 1% Ampholytes to the treatedepr sample and carrying out isoelectric
focusing for no more than 40-50K volt hours. |IEFpst of the desired pH range can be used. Thesstnigy be
rehydrated in standard buffers such as 8 M ureaCePAPS, 10 mM DTT and 1% Ampholytes.

Equipment and materials required but not provided:

Bench-top microcentrifuge , Microcentrifuge , pHpea
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Procedure for clean-up of protein samples containig 50 - 500uqg of protein in

100 — 200 pl volume, with protein concentration beig at least 0.5 mg/ml

Equilibrate ProteoHooR" Resin

1. Take aspin columnand twist off the bottom tip. Transfepin columnto a microcentrifuge tube.

2. Mix ProteoHook™

Resinsuspension to disperse and transfemR00suspension to the spin column.
We recommend using a 1 ml pipette tip with 1-1.5ahthe tip cut off to pipette the ProteoHdBIResin.
3. Spin for 30 sec in a microcentrifuge at 500x g.carsl the flow through.

4. EquilibrateProteoHook™

Resinby adding 100pul oEquilibration buffer to the spin column.
5. Spin for 30 sec in a microcentrifuge at 500x g.carsl the flow through.

6. Repeat steps 4 and 5.

Reconstitute ProteoHodk'

This step should be done just before reaction thighprotein sample.

Unnecessary delays should be avoided.

7. Thaw one vial oProteoHook™ on ice for 5 min.

8. ResuspenéroteoHook™ by adding 261 of Reconstitution solutionto vial of ProteoHook™.

9. Store onice until step 11.

Reaction of Protein Sample with ProteoHobk

10. Transfer 100-20@1 of protein sample (100-200 pg of protein) to avmaicrocentrifuge tube.

Do not use < 100 pl sample volume. Dilute sampledessary.
11. Transfer the reconstitutdetoteoHook™ from step 9 to the tube containing 100-200 plrmotg@in solution.
12. Incubate on ice for 30 min.

This incubation step may be extended if desiredrells no advantage to extended incubation.

Capture of Protein Sample to ProteoHoBkResin

13. Plug the base of the spin colurfpiug provided) containing the equilibrated ProteoHdYkResin
from step 6.

Make sure the plug makes a tight seal so that pra@iution does not leak out of the column.
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14. Transfer the sample treated with ProteoH8ofstep 12) to thepin column.
15. Immediately cap thepin column. Mix end over end till the resin is dispersed tlglout the solution.
16. Incubate on ice for 30 min, mixing end over endrgn10 min.

This incubation step may be extended if desiredrells no advantage to extended incubation.

17. Remove the plug from the spin column Place the spinamn in a new microcentrifuge tube. Spin forsg@
in a microcentrifuge at 500x g.

Save the flow through. It may be useful for trosbéting.

Removal of Contaminants

18. Place the spin column in a microcentrifuge tubed 880ul ofWash Buffer 1 to spin column. Spin for 30
sec in a microcentrifuge at 500x g. Discard wash.

19. Place the spin column in a microcentrifuge tubed 880ul ofWash Buffer 2 to spin column. Spin for 30
sec in a microcentrifuge at 500x g. Discard wash.

20. Place the spin column in a microcentrifuge tubed 880ul ofWash Buffer 3 to spin column. Spin for 30
sec in a microcentrifuge at 500x g. Discard wash.

Elution of Proteins

21. Plug the base of th&pin column.

22. Add 100ni of Elution buffer .

23. Cap thespin columnimmediately. Mix end over end till the resin ispissed throughout the solution.
24. Incubate for 30 min on ice, mixing end over endrgvé min.

25. Place the spin column in a clean microcentrifudeetiSpin for 30 sec in a microcentrifuge at 5000a g
collect the Eluate.

For complete protein recovery, we recommend cotigch second and third Eluate and pooling with finst; add
100 pl of Elution buffer and spin for 30 sec at 89@ to collect the second and third Eluates.

The Eluate contains contaminant-free proteins reattyload onto 2DE gel strip after the addition ofrgpholytes.
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Proteo@

ProteoHook™ Sample Preparation Workflow — Without Labeling For 2D-DIGE
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Pure Protein Sarnple
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Proteo@

ProteoHook™ Sample Preparation Workflow — With Labeling For 2D-DIGE
Sample A Sample B
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