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[Table 1]
Plate Cells / vessel
6-well plate 045 x 10° cells

™ 10 cm dish 2.75 x 10° cells
MSCulture™ High Growth Supplement 25 flask 1.25 X 10° cells
T75 flask 3.75 x 10 cells

T225 flask 1.12 x 10° cells

[Product and Storage]

Product Cat No. | Volume | Storage Note
T™M .
MSCulture  High 13319331 5mL| —20C Supplemental
Growth Supplement reagent

MSCulture™ High
Growth Basal Medium
If you wish to use MSCulture™ High Growth Basal Medium in
small quantities, freeze the supplements in small portions and
prepare only the required amount on demand.

132-19345| 500 mL | 2-10C |Basal Medium

[Note]

This supplement should be mixed with two more products,
MSCulture™ High Growth Basal Medium (Cat No. 132-19345,
Optional) and animal serum (ie. FBS), for preparation of
MSCulture-based MSC complete medium.

[About MSCulture™-based MSC complete medium]
MSCulture™-based MSC complete medium is optimized for
mesenchymal stem cells (MSCs), and can be used for high
quality culture and well proliferation. This medium can be used
for several tissue-derived MSCs, including human bone marrow,
human adipose tissue, and human umbilical cord.

After expansion of MSC by MSCulture™-based MSC complete
medium, switching to an exosome producing medium, EV-Up™
(basal medium (Cat No. 053-09451) and supplement (Cat No.
298-84001) ), facilitates efficient exosome production.

This product is for research use only.

[Required equipment and reagents]

Plastic labware :

- Centrifuge tube (15 mL)

+ Culture dishes (depending on culture scale)

Reagents :

- MSCulture™ High Growth Supplement (Cat No. 133-19331)

- MSCulture™ High Growth Basal Medium (Cat No. 132-19345)
- Animal serum (i.e. Wako, FBS, Cat No. 554-04855)

- D-PBS(—) (ie. Wako, Cat No. 045-29795)

- Trypsin (i.e. Wako, Cat No. 205-20255, 209-16941)

[Protocol]

B Optimal density of MSCs on each culture plate

Prepare and seed optimal number of MSCs on your chosen culture
plate below.
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M Procedure
1. Preparation of MSCulture™-based MSC complete medium

- Use laminar flow hood for refraining and preventing
contamination.

Completely thaw MSCulture
room temperature (RT).

T™

1

~

High Growth Supplement at

- Do not thaw MSCulture™ High Growth Supplement using
a water bath.

- If some precipitation is observed after thawing MSCulture™
High Growth Supplement, vortex until precipitates have
disappeared.

(2) Add MSCulture™ High Growth Supplement and animal
serum (fc. 10-15%) to MSCulture™ High Growth Basal
Medium.

- Prepared MSCulture “-based MSC complete medium
should be used immediately.

- During storage, DO NOT freeze MSCulture™-based MSC
complete medium.

- MSCulture™ High Growth Supplement can be re-frozen
for long-term storage.

™

2. Culture MSCs from cryopreserved stock
(1) Add 10 mL of MSCulture™-based MSC complete medium
to a 15 mL centrifuge tube.

‘- Medium should be at RT before cells are suspended.

(2) Thaw MSCs using water bath and add to (1) immediately.

(3) Centrifuge at 200x g (1,000 rpm) for 3 min, and discard
supernatant.

(4) Add 1 mL of MSCulture™-based MSC complete medium
and suspend by pipetting gently.

(5) Count cell number and seed cells on suitable culture labware
(see. Table 1).

‘ - Recommended cell density is over 5x 10° cells/cm®
(6) Incubate MSCs up to 80-90% confluency at 37C, 5% CO,

- Culture period without passage is less than 96 hrs. If
MSCs CANNOT proliferate around 80-90% confluency
within 96 hrs, increase cell density to over 5% 10% cells/cm®
It is not necessary to change the medium during culture.

3. Passage and expansion of MSCs

(1) Wash with D-PBS (-) twice, before MSC is trypsinized.

(2) Transfer trypsinized MSCs into a 15 mL centrifuge tube.

(3) Centrifuge at 200x g (1,000 rpm) for 3 min, and discard
supernatant.
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(4) Add 1 mL of MSCulture ™ -based MSC complete medium
and suspend by pipetting gently.

(5) Count cell number and seed cells on suitable culture labware
(see. Table 1).

‘ - Recommended cell density is over 5x10° cells/cm”
(6) Incubate MSCs up to 80-90% confluency at 37C, 5% CO,
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+ Culture period without passage is less than 96 hrs. If
MSCs CANNOT proliferate around 80-90% confluency
within 96 hrs, increase cell density. It is not necessary to
change the medium during culture.

™

4. Optional : Exosome generation and purification using EV-Up

(1) Incubate MSCs up to 80-90% confluency at 37°C, 5% CO,

(2) Discard MSCulture™-based MSC complete medium, and
wash with D-PBS (—) twice.

(3) Discard D-PBS (—), and add suitable volume of EV-Up™
(see below).

EV-Up™ MSC EV
Culture Labware Me diun?volurne (mL)
6-well plate 4
10 cm dish 20
T25 flask 10
T75 flask 30
T225 flask 90

(4) Incubate MSCs for 3-5 days at 37C, 5% CO,
‘- It is not necessary to change the medium during culture. ‘

(5) Transfer EV-Up™ into a centrifuge tube.
(6) Centrifuge culture medium at 2,000 X g for 20 min
(7) Transfer supernatant into a new centrifuge tube.

- Purify EVs using MagCapture™ Exosome Isolation Kit PS
Ver.2 (Wako Cat No. 290-84103).
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FUJIFILM Wako Pure Chemical Corporation

1-2, Doshomachi 3-Chome, Chuo-Ku, Osaka 540-8605, Japan
Telephone : +81-6-6203-3741
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T75 77 A2 3.75 x 10°cells
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