FUJIFILM M

Code No. 297-78101 (10 set)

Neuron Dissociation Solutions S

Neuron Dissociation Solutions S are appropriate for dissociating
and isolating neurons from rat or mouse central nervous system
tissue. This product consists of three kinds of solutions (Enzyme
Solution, Dispersion Solution, and Isolation Solution). You can
easily isolate neurons in high cell viability with this product.

[Kit components]

Component Size
Enzyme Solution 25 mL X 10
Dispersion Solution 25 mL %10
Isolation Solution 25 mL X 10
[Reagent volume]
Experiment condition Component Volume

In the case of dissociating many | Enzyme Solution | 5.0 mL

tissues (“many tissues’ means [, . .
v Dispersion Solution| 3.0 mL

about 1~3 cerebral hemispheres

from fetal mouse or rat) Isolation Solution | 5.0 mL

In the case of dissociating a few | Enzyme Solution | 2.5 mL

tissues (“few tissues” means

about 1~8 hippocampuses from Dispersion Solution| 2.5 mL

fetal mouse or rat) Isolation Solution | 2.5 mL

[Procedure]

(Thawing and Washing)

In case of using dissecting tissue

1. Thaw Neuron Dissociation Solutions S at room temperature
or in a 37C water bath and return it to a room temperature.
If you need to excise the tissues in a short time, you can
keep this product in a 37C water bath.

2. Cut the tissues finely after removing meninges and transfer
it to a 15 mL centrifuge tube.
(We recommend that you cut the tissues in a Leibovitz's
L-15 Medium or HBSS (+).)
(“cut finely” means that the section size should be about 1
~ 4 mm? but it is not necessary to rigidly observe this size.)

In case of using freezing nerve-cells (refer to Related Reagents)
1. Thaw Neuron Dissociation Solutions S at room temperature or
in a 37C water bath and return it to a room temperature.
2. Remove the cryotube from the liquid nitrogen storage
container.

3. Thaw at room temperature. If the thawing time is shorter
than 30 min, neurons can't thaw enough.

4. Remove the cryopreservation medium from the cryotube
about 0.8 mL.
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5. Add 1 mL of Washing Solution (Leibovitz's L-15 Medium or
HBSS (+)) to the cryotube, then transfer to a transparent 15
mL centrifuge tube with the thawed tissues.

. Add extra 4 mL of Washing Solution to the centrifuge tube.

7. Leave at room temperature for 5 min, and centrifuge at 300
rpm at room temperature for 1 min.

. Remove the supernatant, and add 5 mL of Washing Solution.

9. Leave at room temperature for 5 min, and centrifuge at 300

rpm at room temperature for 1 min.
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(Dispersion)

1. Remove the supernatant after the tissues sinking, and add
Enzyme Solution, and incubate at 37°C for 30 min in a water
bath. (In case of freezing neurons, the incubation time is 20
min.)

2. Suspend the tissues by pipetting in all Enzyme Solution, and
disperse the tissues. The appearance remains unchanged in
30 min, but the enzyme reaction proceeds well. Suspend the
tissues by pipetting repeatedly without bubbles. Suspend the
tissues by pipetting again in procedure 4 after this procedure.

. Centrifuge at 900~1,000 rpm at room temperature for 4 min.

4. Remove the supernatant, and add Dispersion
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Solution. Then suspend the tissues.

In the case of dissociating a few tissues :
Dispersion Solution 2.5 mL

In the case of dissociating many tissues :
Dispersion Solution 3.0 mL

5. Add all Isolation Solution to the centrifuge Elesaa
tube bottom quietly. This makes two separate Solution
solution layers. Turbulence of liquid surface
does not affect the dissociation. (upper layer :
Dispersion Solution, lower layer : Isolation
Solution) (refer to the figure on the right)

6. Spin at 800 ~ 900 rpm at room temperature
for 5 min.

7. Centrifuge the supernatant, and suspend the tissues with
Neuron Culture Medium (Code No. 148-09671), etc., and culture
onto the Poly-Lysine coated culture substratum. Add Ara-C
(Day 3-5:5-10 umol/L) when grial cells grow well.

Isolation
Solution

[Storage]

- Store at —80C.

- Avoid repeating freeze-thaw.

- After opening, use as soon as possible.

- Avoid storing in environments with carbon dioxide such as
dry ice.

- After opening, it may be affected by carbon dioxide in the
storage environment. It is recommended to block the outside
air with a clip with excellent airtightness.
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[Related Reagents]

31— KNo. 297-78101 (10t v k)

Code No. Product Name
291-78001 Neuron Dissociation Solutions Wﬁﬂﬂﬂfﬂﬁﬁ}ﬁ S
148-09671 Neuron Culture Medium
12806075 | eiboyites Lo1D Medium with L Glutamine, KE, T by w9 20 RACHRL R S AR % 5
: Y WHET 5 2 & ATk 2RI T 3HOEIE (B, 20,
082-09365 HBSS(+) with Phenol Red i) THER STV E T R EMAT 22 L TS
082-10291 | Hippocampus, from Mouse (embryonic day 16) R L7 SMECMEMIE 2 Bl 5 2 L0k E 9
033-24871 | Cerebral Cortex, from Rat (embryonic day 17)
036-24861 | Cerebral Striatum, from Rat (embryonic day 17) [*> PHA]
085-10301 Hippocampus, from Rat (embryonic day 19) N% oS
030-24881 | Cerebral Cortex, from Mouse (embryonic day 15) [EE31 25mL x 10 A&
73O 25mL x 10 A
B2 25mL x 10 A
(A% R]
FEERGAT N % i i
S % MR S ik S0ml.
(v Zor 7 MER 3t 3.0mL
ST B R A2 B RERHL 25mL
(7 Zor 7> Mk Waniielid 2.5mL

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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1 MBI S 25 52 Lo, Fild LLIE37Coy + —
F—NNZNTRRH L. ERIR LT
(R v Iy 2EEHch L, 37CH7 + — & —/N2h
TR L72EETL RW,)

2. M2 LY B 728Uk 2 I LCA 5. 16mL O E B b 1
%,
(F4FE vy L15 ¥:H% HBSS(+)#E4E.)
EE. 1 ~2mm MEEZ HZIINY I 2 AND, BKET
HHULEEFRL, BBENTI V)

SR A v 254 (BERESR)

1 M R S #H 5 LOE. b L IE 37Co Y 1 —
F— NZZTRH L. EIRLTEL

2. MR E R B LEH O FUH AR 2 B 9,

3. IR T 30 RS 20 Z OERIASE N & ML AT 45 12
HE N,

4.7 94 FF 2= 795 FRERIFHER % 0.8mL B B,

5. TR (54K Yy Y L15#Mb L <1 HBSS (+)) %
FlBEDO7 4 FF 2 —7I2 ImL A, 15mL 35 b 455 12 Hl
WAL LB ICEH»ICRT,

CEIEE O 15mL mE IS E S 4mL OTEFHEREZ N Z 5,

LSRR T 5 A MEE Ly 300rpm. 1400, OO0 EET S,

CEEAERRE, AR SmL IR %,

VLT 5 4 MEE L. 300rpm. 1400, O EET B

—4/6 —

© 00NN




Gy w0
1L HGESTEA S, EEAZRE, K (Enzyme Solution)
PAERMA, 3TCOY +—F — N ZAHT 30 45 HEHE .
(RS R 20 B X 37C D 7 o+ — & — X AT 20 45 [
o)
2 MFHHTERy T4 Y7L, MEkE ST 5o
30 7 b AMBLE D ZEALIZ v s, BERBUGIE T A TY
é o
W THRWE I, TEIHRYELERYy T4 V755, &
ZCHRUIRADTR - 72556 FIE 4 THELT)
3.900~1,000rpm. 4 5. @O0 EET %,
4. LEARZRE, ik (Dispersion Solution)
Mz BT 5.
S BRI DD 2 A ¢ 0 25mL
T AR DS WA AR 3.0mL
5. B 223 (Isolation Solution) % 4. 43 BLif
OTFIFIZEMIMA. Mlgsicr (LR, B ST
i (V) onLzz2wWEeEkEs (X

B,
(R RAEA T D WEIEDH Y T A,) BEE

6. 800~900rpm. 5 4fiH. & LHET 5,

7. BEEEBWB. AR (Code No.
14809671) “THAH L., KV Y)Y ra—Fh
RRELRETERT L, 7)) THITLO B
2t Ara-C #3309 % (Day 35 : 5-10 umol/L) o

(=3

- —80CHRAE,

- BRI D LS TR S0,

- BRI TRHHT S v,

c FIATAREFEDBRILREN D LB T 2@ THRIFLTT
éb\O

- HERICRIRET 2583, S0 RILREOVE L X
J BRI D B 7250, BHMEICEN 2 ) v TETHA E K
WL CoOREZBEHIOL I,

[BY 5 ]
Code No. i %
291-78001 A L 9
148-09671 ARG 5 b
FA4KE v L1585
128-06075 -V, 72 /=)Ly K,
EIVE VT M) Y AER)
082-09365 HBSS (+) (7= /=Nl F&FH)
082-10291 W, <2 (A 16 H) Hisk
033-24871 K&, v v (RE17 H) ik
036-24861 KRG, 5 v+ B4 17 H) Hisk
085-10301 HH. v b (lBAE19H) Hk
030-24881 KIWEE, ~v A (A 15 H) Hisk
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