FUJIFILM

Code No. 295-73901(100 assays)

LysoPure™ Nuclear and
Cytoplasmic Extractor Kit

LysoPure™ Nuclear and Cytoplasmic Extractor Kit enable stepwise extrac-

tion of cytoplasmic and nuclear fractions (soluble and insoluble) from
mammalian cells or tissue.

A sample is separated into cytoplasmic and nuclear fraction with Nuclear
Fractionation Buffer (1). Soluble intact nuclear fraction is extracted from
the nuclear fraction with Nuclear Extraction Buffer (2). Insoluble nuclear
fraction is solublized and extracted as a denatured protein fraction from
the remaining nuclear fraction with SDS Lysis Buffer (3). The denatured
proteins are allowed to apply western blot assay.

[Kit Components]
(D Nuclear Fractionation Buffer 100 mL X 1 bottle

(2 Nuclear Extraction Buffer 75 mL X 1 bottle
(3 SDS Lysis Buffer 20 mL X 1 bottle

[Storage]
2-10C

[Package]
100 assay

[Protocol Flowchart]

#— (1) Muclear Fractionation Buffer

Cytoplasmic Fraction Muclear Fraction

Insoluble Nuclear Fraction |

[Additional Materials Required]
-Instruments/labware

+ Refrigerated microcentrifuge

+ Vortex mixer

+ Desktop centrifuge

+ Ultrasonic sonicator

+ 1.5 mL microcentrifuge tubes

+ Micropipette

- Pipette tips
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« Cell scraper (for cells sample)

+ Ultrasonic sonicator

- Dounce or potter homogenizer (for tissue sample)
-Reagents

- PBS ()

- Trypsin-EDTA (for cells sample)

[Please Read Before Starting]

-Instruments/labwarelInstruments

+ Use sterilized microcentrifuge tubes and pipette tips.

- To avoid protease contamination, be sure to wear a mask and plastic
gloves during experiment.

+ Microcentrifuge tubes must be pre-chilled on ice.

-Reagents

- Be careful not to contaminate reagents with protease.

- Keep reagents in this kit on ice during experiment.

-Treatment of tissue sample from human and laboratory waste

- Please deal with a human tissue sample as a susceptibility infectious
sample. This includes waste liquid and equipments such as micro-
centrifuge tubes, pipette tips and gloves after experiment. Dispose of
these biohazardous wastes according to the guidelines of the institution
which belong to.

[Protocol]
Sample Preparation
O For adherent cells

1) Culture cells to be 2 x 10°-1 x 107"

2) Remove culture medium from cell culture dishes or plates and wash
the cells with PBS (-) twice.
Harvest cells with trypsin-EDTA or a cell scraper.
Centrifuge at 200 X g at 4C for 5 minutes and discard the superna-
tant.
Suspend the cells pellet with 1 mL of PBS (-) and transfer it into pre-
chilled 1.5 mL microcentrifuge tube.
Centrifuge at 200 X g at 4C for 5 minutes and discard the superna-
tant.
7) Suspend the cell pellet with 1 mL of PBS (-).
8) Centrifuge at 200 X g at 4C for 5 minutes and discard the superna-

tant.
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O For suspension cells
1) Culture cells to be 2 x 10°-1 x 107"
2) Centrifuge at 200 x g for 5 minutes at 4C and discard the superna-
tant.
3) Suspend the cells pellet with 1 mL of PBS (-) and transfer it into a
pre-chilled 1.5 mL microcentrifuge tube.
4) Centrifuge at 200 x g at 4C for 5 minutes and discard the superna-
tant.
5) Suspend the cells pellet with 1 mL of PBS (-).
6) Centrifuge at 200 X g at 4C for 5 minutes and discard the superna-
tant.

*] It is recommended to determine an appropriate culture medium
and cell number depending on cell lines of interest. The maximum
number of cell is approximately 2 x 107/assay.

O For tissue
1) Cut 20-100 mg of tissue into small pieces and transfer it into a pre-
chilled 1.5 mL microcentrifuge tube.
2) Suspend the tissue with ImL of PBS (-).
3) Centrifuge at 500 X g at 4C for 5 minutes and discard the superna-
tant.
Repeat steps 2 and 3.
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Nuclear and Cytoplasmic Protein Extraction

Table.l Reagent volumes for different cell numbers and tissue weight

(D Nuclear Fractionation | @ Nuclear Extraction

Cell number (3)SDS Lysis buffer (xL)

buffer (uL) buffer (uL)
2 x 10° 100 50 50
5 x 10° 250 125 100
1% 10 500 250 200
Tissue weight| (D Nuclear Fractionation | @ Nuclear Extraction . "
(mg) buffer (uL) buffer (uL) ®SDS Lysis buffer (1)
20 100 50 100
50 500 250 200
100 1000 500 400
O For Cells

Cytoplasmic Fraction
1) Add the appropriate volume of “@ Nuclear Fractionation Buffer”
depending on the cell number (See Table. 1) to the cells pellet and
vortex the tube.
2) Incubate on ice for 10 minutes.
3) Mix by pippeting or vortexing.
4) Centrifuge at 500 X g at 4°C for 10 minutes.
Please use the pellet as a sample for nuclear protein extraction.
Transfer the supernatant into a pre-chilled 1.5 mL microcentrifuge
tube and centrifuge at 20,000 X g at 4C for 10 minutes.
Transfer the supernatant into a pre-chilled 1.5 mL microcentrifuge
tube (Cytoplasmic Fraction).”
Proceed the next step to extract nuclear fraction if needed.
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Soluble Nuclear Fraction
7) Add 500 uL of “( Nuclear Fractionation Buffer” to the pellet pre-
pared in the above-mentioned Step 4) and vortex the tube. Be careful
not to use “@ Nuclear Extraction Buffer” in this step.
Centrifuge at 500 x g at 4C for 10 minutes and discard the super-
natant carefully.
9) Add the appropriate volume of “@) Nuclear Extraction Buffer” (See
Table. 1) to the pellet and vortex sufficiently.
10) Incubate on ice for 30 minutes, as vortex every 10 minutes.
11) Centrifuge at 20,000 x g at 4C for 10 minutes.
12) Transfer the supernatant into a pre-chilled 1.5 mL microcentrifuge
tube (Soluble Nuclear Fraction).”**
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Insoluble Nuclear Fraction

13) Add 500 uL of “@ Nuclear Extraction Buffer” to the pellet produced
in the above-mentioned Step 11) and vortex the tube. Be careful not
to use “® SDS Lysis Buffer” in this step.

14) Centrifuge at 20,000 X g at 4 C for 10 minutes and discard the
supernatant carefully.

15) Add the appropriate volume of “3)SDS Lysis Buffer” (See Table. 1)
to the pellet and vortex the tube.

16) Sonicate the tube with ultrasonic sonicator until the pellet is disap-
pear.

17) Centrifuge at 20,000 X g at 4C for 10 minutes.

18) Transfer the supernatant into a pre-chilled 1.5 mL microcentrifuge
tube (Insoluble Nuclear Fraction).”

O For Tissue
1) Add the appropriate volume of “(DNuclear Fractionation Buffer”
depending on the tissue weight (See Table. 1) to the tissue and
homogenize it with a dounce or potter homogenizer."
2) Transfer the tissue suspension into a pre-chilled 1.5 mL microcentri-
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fuge tube.
3) Incubate on ice for 10 minutes.
4) Mix by pippeting or vortexing.
5) Centrifuge at 500 X g at 4C for 10 minutes.
Please use the pellet as a sample for nuclear protein extraction.
Transfer the supernatant into a pre-chilled 1.5 mL microcentrifuge
tube and centrifuge at 20,000 X g at 4C for 10 minutes.
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(Optional protocol)

After centrifugation, if cloudiness appears in the supernatant, it is mostly
removable by a centrifugal filter (Millipore, Ultraftee-MC 0.45 um,
UFC30HV00).
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Transfer the supernatant into a pre-chilled 1.5 mL microcentrifuge
tube (Cytoplasmic Fraction).”

Proceed the next step to extract nuclear fraction if needed.
Add 500 L of “@Nuclear Fractionation Buffer” to the pellet pro-
duced in the previous step 5) and vortex. Be careful not to use “@
Nuclear Extraction Buffer” in this step.
Proceed step 8) in Soluble Nuclear Fraction for cells.

*
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#2 Store extracts - 80C until use. Use protease inhibitors as needed.

*3 Soluble nuclear fraction is extracted under high salt concentration.
Dilute it or exchange buffers as needed.

*4 The maximum weight of tissue is approximately 100 mg/assay.

(Troubleshooting)

Problem Possible Cause Solution

Increase amount of "Nuclear
Fractionation Buffer".

Vortex thoroughly and increasing
vortexing time.

Low cytoplasmic Cells or tissue was not
protein sufficiently lysed.

Low soluble nuclear | Reagents were confused. | Check the protocol and reagents’
protein discription.

Pellet was not sufficiently | Increase amount of "Nuclear
lysed. Extraction Buffer".

Vortex thoroughly and increasing
vortexing time.

Check the protocol and reagents'
discription.

The reagents were
confused.

Low insoluble
nuclear protein

Pellet was not disappear. | Increase amount of "SDS Lysis
Buffer",
Increasing sonicating time.

Proteases were activated. | Keep sample and reagents on ice
during experiment. Immediately,
store extracts at - 80C.

Use protease inhibitor as needed.

No or low protein
activity detected

FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741

Facsimile  : +81-6-6201-5964

http://fwk.fujifilm.co.jp

FUJIFILM Wako Chemicals U.S.A. Corporation  FUJIFILM Wako Chemicals Europe GmbH

1600 Bellwood Road Fuggerstrasse 12

Richmond, VA 23237 D-41468 Neuss

USA. Germany

Telephone : +1-804-271-7677 Telephone : +49-2131-311-0
Facsimile @ + 1-804-271-7791 Facsimile : +49-2131-311100
http://www.wakousa.com http://www.wako-chemicals.de
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[ZTaba—n]
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OEMRDEE
1) Mk 2 x 10°-1 % 107 &% 5 &) H3%T 5,
2) BibabrE, PBS () T2 MmykET 5,
3) Trypsin-EDTA D LV A7 LA N—=THIKLZ T4 v ¥ 2
SHDT
4) MIBLSEEHLE 200 X g ACTH MM LAEEL, EiBZERL
5 MfENL Y M2 1ImL @ PBS (1) ZMZAEE L, K& L7z 1L5mL &
<A 7amF 2 —T~NBT,
6) 200 x g, 4ACTH 7 MELAHEL, LiEzkR<,
7) kAL y M2 1mL @ PBS (1) &z, BET 5.
8) 200 x g, 4CTH MLl RiEER<.
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1) MMEAT2 x 10°-1 x 10" &% 5 X )83 %, 7

2) 200 x g 4CTHorMELHEL, REEZBRL

3) MERL Y M2 1ImL @ PBS (1) Mz # L. K& L7z 1L.5mL &
<A 7 aElF =TT,

4) 200 X g, 4CTHAMELTHL, EiEERL

5) MLl v M2 ImL @ PBS (-) #MZ 5.

6) 200 x g . 4CT5 M LAEEL. RiEER<
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2) H#EHTIC ImL @ PBS () M A 5.

3) 500 x g 4CT5 4 HEMmLA L. RiEERL

4) A7 v 72),3) OFRMERHD KT,
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2 x 10° 100 50 50
5 x 10° 250 125 100
1 x 107 500 250 200

(D Nuclear Fractionation | @ Nuclear Extraction

Ml (mg) (3)SDS Lysis buffer (uL)

buffer (uL) buffer (uL)
20 100 50 100
50 500 250 200
100 1000 500 400
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%y oy B BT 26, ROAT v 7,

RS NN BES O
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