LIDoY AR

a bietechne brand

PRODUCT INFORMATION &
MANUAL

Nuclear Extraction Kit
NBP2-29447

For research use only.
Not for diagnostic or therapeutic procedures.

www.novusbio.com - P: 303.730.1950 - P: 888.506.6887 - F: 303.730.1966 - technical@novusbio.com

Novus kits are guaranteed for 6 months from date of receipt



http://www.novusbio.com/
mailto:technical@novusbio.com

Nuclear Extraction Kit Manual

TABLE OF CONTENTS

[ INErOAUCTION e e
II. Kit Description and Advantages ......cccccceeeeeeeeeireeccneeene
Ill. Kit Components and Storage......coceveveevceeeeeecireecceeeenne
V. Buffer Preparation ......cccecceeeceecieeecseee e e
V. Nuclear Extraction Kit Procedure........ccceeererierceesernenne.

A. Preparation of Nuclear Extract from Cells................

B. Preparation of Nuclear Extract from Tissues............
V1. Trouble SNOOLING ....ceveereerierereereree et
VII. Product CitationS......ccoeeerererierieesieseese e

2 NBP2-29447 Nuclear Extraction Kit



Nuclear Extraction Kit Manual

I. INTRODUCTION

The Nuclear Extraction Kit provides a simple and convenient method forthe
isolationofnuclearandcytoplasmicextractsfrommammaliancellsandtissue
samples. This procedure is relevant to the monitoring of translocation of

cell signaling molecules from cytoplasm to the nucleus. Examples include
translocation of NF-kB molecules to the nucleusin TNFa treated cells, and
translocation of mitogen-activated protein kinase to the nucleus in growth
factortreated cells. The Nuclear Extraction Kitcan be usedinthe preparation
of purified proteinsforusein Western blotting, Electrophoretic Mobility Assays
(EMSA) and preparative purification of nuclear proteins.
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Il. KIT DESCRIPTION AND ADVANTAGES

The Nuclear Extraction Kitcan be usedtoisolate cytosolicand nuclearfractions
from the same cell or tissue preparation.

Thereagents provided herearesufficientfor 100 extractions using 100-mm
tissue culture plates or 20 extractions using 1 gram of tissue.

lll. KIT COMPONENTS AND STORAGE

Kit Components and storage for The Nuclear Extraction Kit

REAGENTS (4°C STORAGE)

KC-401 10X Hypotonic Lysis Buffer 10 mL
KC-402 1X Nuclear Extraction Buffer 10 mL
KC-403 10% Detergent Solution 10 mL
KC-117 10X PBS 2 x50 mL
KC-404 1 M DTT (for Nuclear Extraction from tissue) 100 uL
KC-405 10 mM DTT (for Nuclear Lysis Buffer) 500 pL
KC-406 100X Protease Inhibitor Cocktail (PIC) 100 uL
KC-407 100 mM PMSF 10 mL

* Teflon homogenizer (tissues)

e Cell scraper (cells)

* High-speed cold centrifuge and compatible centrifuge tubes
* Microcentrifuge tubes

* Deionized Water

* Vortex
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IV. BUFFER PREPARATION

Dilute 10XHypotonic Bufferto 1Xindeionized water. 1X Hypotonic Buffer can
be stored at 4°C for 1 month.

Buffers / 60-mm plate 100-mm plate 150-mm plate
Components (4x1068cells) (10x10¢%cells) (20x10¢ cells)
10X Hypotonic buffer 50 uL 100 pL 200 pL
Deionized water 450 yL 900 pL 1800 uL

Total Volume required 500 pL 1 mL 2mL

Dilute 10X PBS in deionized waterto make 1X PBS. Add 500 uL of 100 mM
PMSF to 50 mL of 1X PBS. The 1X PBS-PMSF solution should be used within
24 h after dilution (diluted PMSF has a halfdife less than 24 h).

Buffers / 60-mm plate 100-mm plate 150-mm plate
Components (4x1068cells) (10x10¢%cells) (20x10¢8 cells)
10X PBS 500 yL 1 mL 2mL
Deionized water 4.45 mL 8.9 mL 17.8 mL

100 mM PMSF 50 uL 100 uL 200 L

Total volume required 5mL 10 mL 20 mL

Add 0.5 mMDTTand 1XPICtoNuclear Extraction Buffer, just prior to use.

60-mm plate 100-mm plate 150-mm plate
Buff
uffers / Components (4x10° cells) (10x10°cells)  (20x10°cells)
10 mM DTT 2.5 L 5L 10 pL
Nuclear Extraction Buffer 47 uL 94 uL 188 L
100X PIC 0.5 uL 1L 2 uL
Total volume required 50puL 100 uL 200 L

NBP2-29447 Nuclear Extraction Kit 5



6

Nuclear Extraction Kit

V. NUCLEAR EXTRACTION KIT PROCEDURE

i) Cell Culture

1.

2.

Grow cellsto 70-80% confluencyforadherent cells orabout 1.5x 10%/mL
for suspension cells.

If necessary, treat cells with desired experimental protocol.

ii) Cell Collection (following protocol is based on 10 x 10°Hela cells
grown on 100-mm tissue culture plate):

iii)

iv)

1.

2.

3.

Foradherentcells, wash cells with 5 mL of ice cold 1X PBS-PMSF. Aspirate
buffer out and add 5 mL of ice cold 1X PBS-PMSF.

Dislodgethecellsusinga cell scraper and transferintoa 15-mL conical
tube.

To pellet the cells, centrifuge for 5 min at 2000 rpm at 4 °C.

4. Aspirate and discard the supernatant. Keep the cell pellet on ice.

Cytoplasmic Fraction Collection:

1.

Resuspend cell pelletin 1 mL of ice cold 1X Hypotonic Buffer by pipetting
up and downseveraltimes and transferto a pre-chilled microcentrifuge
tube.

. Incubate the cells on ice for 15min.

3. Add 50 pL ofthe 10% DetergentSolutiona ndvortexvigorouslyfor 10

sec (Whole Cell Lysate).

. Centrifuge the tubes for 5 - 10 min at 14,000 - 16,000 rpm in a cold

microcentrifuges.

. Carefullyremovethesupernatant(CytoplasmicFraction)intoapre-chilled

microcentrifuge tube andstoreat4 ° C. The pelletisthe nuclear fraction.

Nuclear Fraction Collection:

1.

Resuspend nuclear pellet in100 pL Nuclear Lysis Buffer by pipetting
up and down. Vortex vigorously and incubate suspension at4 °C,for
30min on a rocking platform.

. Vortexsuspensionfor30sec.Centrifugethe suspensionat 14,000 rpm

for 10 min at 4°C in amicrocentrifuge.

. Transfer the supernatant (Nuclear Fraction) into a pre-chilled micro-

centrifugetube. Storethe nuclearfractionat-80 ° Cuntilfurtheruse. Avoid
multiple freeze/thaw cycles.

. Determinethe proteinconcentrationinthenuclearextractusinga

detergentcompatible assaytechnique (e.g.: Bio-Rad DC Protein Assay
Method). Werecommend usingthe Nuclear Lysis Bufferasthe blankand
performing a 1:50 and 1:100 dilution of yoursample.
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i) Cytoplasmic Fraction Collection

(Tissue Homogenization based on 1 gram Mouse Spleen).
1. Weightissue and cutintosmall pieces using cleanrazorblade andwash in
5 mL of cold 1X PBS-PMSF. Collect cut pieces in a clean homogenizer.

2. Add 5 mL of ice cold 1X Hypotonic Buffer supplemented with 1 mM DTT and
1% Detergent Solution. Forexample,add 5 uyLof AMDTTand 500 ul of 10%
Detergent Solutionto 4.495 mL of ice cold 1X Hypotonic Buffer per gram of
tissue and homogenize. Incubate onicefor 15to 30 min. (Whole Cell
Lysate).

3. Centrifuge for 10 minat 10,000 rpm at 4 ° C. Transferthe supernatant
(Cytoplasmic Fraction)intoa 15 mLtube and store at 4°C. The pelletis the
nuclear fraction.

i) Nuclear Fraction Collection

1. Resuspendnuclear pelletin 500 yL Nuclear Lysis Buffer by pipetting up and
down.Vortexvigorouslyandincubatesuspensionat4 °C,for30min on a
rocking platform.

2. Vortexsuspensionfor30sec.Centrifugethe suspensionat 14,000 rpmfor
10 min at 4°C in amicrocentrifuge.

3. Transfer the supernatant (Nuclear Fraction) into a pre-chilled

microcentrifugetube.Storethe nuclearfractionat-80°Cuntilfurtheruse.
Avoid multiple freeze/thaw cycles.

4. Determinethe proteinconcentrationinthe nuclearextractusingadetergent
compatibleassaytechnique (e.g.: Bio-Rad DC Protein Assay Method). We
recommend usingthe NuclearLysis Bufferasthe blankand performing a
1:50 and 1:10 dilution of yoursample.

VI.TROUBLE SHOOTING

Problem Probable Cause Suggestion
Low protein Celldensityistoo high Largervolumeoflysis
concentration on for effective lysis of cell buffershouldbe used
cytosolic fraction. membrane. )

Hypotonic and nuclear
Lowornoproteinyield in Cell type is not extraction buffers
cytoplasmic fraction or compatible with this should be optimized
nuclearfraction. extraction procedure. for this type of cells.
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