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[.  Product Overview

Schwann cells are the principal glia cells of the peripheral nervous system (PNS) and are involved in several
aspects of PNS biology. In addition to providing trophic support for neuronal development and maintenance
through the production of cytokines and growth factors, Schwann cells wrap around axons of motor and sensory
neurons to create an insulating myelin sheath that aids impulse conductivity. In recent years, Schwann cells
have increasingly known for their support to nerve regeneration while their dysfunction may contribute to
neurodegenerative diseases such as ALS.

IFRS1s are spontaneously immortalized cell line established from long term culture of rat dorsal root ganglia
and peripheral nerves. IFRS1 cells retain many characteristics of mature Schwann cells and are readily
propagated in the supplied media. IFRS1 cells can be used to investigate many aspects of neuronal biology
including nerve regeneration, neuroprotective mechanisms, and for the development of novel therapeutic
approaches to neurological disorders.

II. Precautions Before Use
Please make sure to review this manual before using the product.
Product should be used under [aseptic operation]. The biosafety level is [Level 1].
Please use the dedicated medium sold separately for culturing this product.

[ll. Product Warranty

We guarantee against growth failure after the start of culture only if cells have been properly stored
in liquid nitrogen, and cultured according to the manual using the dedicated medium and reagents.

The warranty period is [within 6 months of receiving the product].

Please note that the warranty does not apply if there have been changes to the medium or the method
of use, if re-frozen cells have been used.

IV. Components

Product Name Size Quantity Storage Expiration
Rat Schwann Cell Line (IFRS1), 5 X 10_5 1 vial Liquid nitrogen 6 months
Cryopreserved cells/vial storage

*Store frozen cells in liquid nitrogen if not ready for use after receipt.
*Based on the license agreement of Tokyo Metropolitan Institute of Medical Science, IFRS1 cell are prohibited
to provide (distribution, lending, transfer, licensing, etc.) to a third party.

V. General Information

Organism Fischer344 Rat (adult)

Tissue Dorsal Root Ganglion and Peripheral Nervous System
Cultural Properties Adherent

Biosafety Level 1

Morphology Spindle-shaped

Cell Type Spontaneous Immortalization

Quality Check Mycoplasma (-),Immunohistochemical reactivity of cell markers




VI. Dedicated Media (Serum Containing Media) (sold separately)

Product Name Catalog No.| Volume Storage Expiration

Labeled on the bottle
-20°C (frozen) (when stored at —20 °C)

4°C (after thawing) 3 months after thawing

(when stored at 4 °C)

Schwann Cell (IFRS1) Medium| SWNMR 250ml

VIl. Protocols
*This product is available for passage.

[Thawing Protocol]-for 100mm plastic culture dish
Preparation

. 100mm dish for culturing cells

*  Medium for the rat Schwann cell line (IFRS1)

1. Thaw vials of frozen cells by warming them in 37°C warm water for 2 minutes.

2. Transfer the thawed cell solution to a 50 mL centrifuge tube containing 10 mL of medium previously
returned to room temperature, mix, and collect the cell solution by 1 mL separating the culture medium in
the centrifuge tube and co-washing the vials.

3. Transfer cell suspension to 100mm dish (seeding density: approximately 0.9%x10 4 cells/cm 2). Incubate
the plate at 37°C under 5% CO:

Note: Centrifugation of cells after thawing are not recommended since these actions are more harmful to
the cells than the effect of residual cell freezing medium in the culture and cell attachment.

4. Replace the medium with medium warmed to 37°C once the day after seeding, and then 2 to 3 times a
week.

*After 3~5 days, IFRS1 cells reach approximately 80~100% confluent.

[Cell passage Protocol]

Preparation

*  70-90% confluent cells

*  HBSS(-) or PBS(-)

*  0.05%Trypsin-EDTA

*  Medium for the rat Schwann cell line (IFRS1)

1. Remove 70-90% confluent cells from the CO2 incubator.

2. Aspirate the supernatant, add 10mL/100mm dish of HBSS(-) or PBS(-), and wash the dish.

3. Aspirate HBSS(-) or PBS(-) and add 1 mL/100 mm dish of 0.05% Trypsin-EDTA.

4. Store in a 37°C CO2 incubator for about 3 to 4 minutes.
*Since trypsin damages cells, observe the degree of detachment under a microscope, and immediately
proceed to the next treatment once almost all the cells have detached.

5.  Add 10mL of medium warmed to 37°C

6. Pipette gently and collect the cell suspension in a 50mL centrifuge tube.

7. Centrifuge the cell suspension at 200 xg for 5 minutes at 4°C, centrifuge, and aspirate the supernatant.

8. Add 10ml of media and gently pipet it to suspend the cell again.

9. Mix the cell suspension and medium in a ratio of 1:3 to 1:4 and seed it in a new culture vessel.

10. 1Incubate in a 37°C incubator in the presence of 5% CO2.Passage should be performed in the same
manner with cells semi-confluent (see Figure 1, C).




[Freezing Cells Protocol]

1. Cell passage protocols 1 to 6 are performed.

2. Centrifuge at 4°C for 5 minutes at 200 xg, remove the supernatant, add COS banker (KOJ, Cat No. COS-
CFMO01) to 1x106 cells/mL and suspend.

3. Dispense 1 mL/tube into cryopreservation tubes, and cryopreserve at-80°C by using cell freezing
containers (BM-instrument, Cat No. BCS-136 or equivalent products).

4. Store at-80°C for 1 day or more. Transfer to liquid nitrogen.

VIll.Technical information

Figure 1. Immunofluorescence of IFRS1 cells.

A: Anti-p75NTR (green), nuclear staining (blue)

B: Anti-s100 (green), nuclear staining (blue)

C: phase-contrast microscopic image
Magnification : x 100(A,B,C)
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