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Background

Parkinson’s disease is a heurodegenerative disorder

of the central nervous system that affects more than

6 million people worldwide. The motor symptoms of
Parkinson's disease result from the death of dopamine
generating cells in the substantia nigra, a region of the
midbrain. Numerous efforts have been made to slow the
loss or replace these dopamine producing neurons

in vivo.

The N27 Rat Dopaminergic Neuron Cell Line (N27 Cells)
was harvested from E12 rat mesencephalic tissue and
was transfected with SV40 to immortalize the cell line.
The N27 cell line, when injected into the striata of
6-hydroxydopamine-lesioned rats (an animal model

of PD) caused a time-dependent improvement in
neurological deficits. This immortalized cell line has been
carefully characterized in studies of dopamine
biosynthesis, neurotoxicity and used as a dopaminergic
neuron model for in vitro and in vivo studies. This
product contains genetically modified organisms.

Quality Control Testing
Cell Count: = 1 x 108 cells/vial
Mycoplasma: Negative

Proliferation Upon Thaw: Pass

Storage and Handling

The N27 Cells should be stored in liquid nitrogen. The
cells can be passage for at least 10 passages without
significantly affecting the cell marker expression and

functionality.

Presentation

The N27 Cells are supplied frozen in 10% DMSO and
90% expansion medium.

Protocols

Thawing and Subculture

Prior to thawing cells, prepare culture medium according
to Table 1. It is recommended to count cell and perform
viability test upon thawing and passage.

Retrieve a vial of the N27 Rat Dopaminergic Neuron Cell
Line and thaw in a 37 °C water bath. Do not completely
thaw; make sure that there is still a sliver of frozen cells
in the vial. Spray the vial with 70% isopropyl alcohol
before placing the cells in the biological safety cabinet.

1. Add 9 mL culture medium to a sterile 15 mL
conical tube.

2. Slowly transfer the thawed cells into the 15 mL
conical tube.

3. Re-suspend the cells by inverting the conical tube.

4. Centrifuge the cell suspensions for 5 minutes at
1000 rpm.

5. Aspirate the supernatant and re-suspend the
pellets in total volume of 10 mL of rat
dopaminergic neuronal line culture medium.

6. Plate cells to T75 flask, culture cells at 5% CO»,
37 °C tissue culture incubator.

7. Change medium every day.

8. Cells are ready to be passage upon
70-90% confluency.
9. Rinse cells with 10 mL PBS.
10. Remove PBS and add 3 mL 0.05% Trypsin-EDTA

(SM-2002-C), carefully rock the plate to cover the
entire surface with Trypsin solution.

11. Incubate at 37 °C for 3-5 minutes, tap the flask to
facilitate the dissociation of cells.

12. Add 10 mL culture medium to flask and transfer
cell suspension to a sterile 15 mL conical tube.

13. Centrifuge 1000 RPM for 5 minutes.

14. Remove supernatant and resuspend cells with 5 mL
culture medium. Split 1:5 to 1:10 into a new flask.
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Table 1. N27 Rat Dopaminergic Neuron Culture
Medium

% Catalogue
Component (v/v) Number
RPMI1640 90% SLM-140-B
ES Cell Qualified FBS 10% ES-009-B
Penicillin-Streptomycin 1% TMS-AB2-C
(Optional)
L-Glutamine Solution 1% TMS-002-C
(100x)

B. Differentiated cells:

A Undifferentiated cells;
48 haugpost thaw

o

LN

Differentiation

1. Coat tissue culture plate with 0.01% poly-L-Lysine
(A005-C) at room temperature for 30 minutes.

2. Plate cells at 1-2 x 10% cells/cm? in culture
medium.

3. After 24-hour post seeding, change medium to
culture medium with 60 pg/mL DHEA (D063) and
2 mg/mL dibutyryl cyclic AMP (28745-25 mg).

4. Differentiate cells for 3 days at 37 °C.

3 days post differentiation .
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Restricted Use Agreement
Subject to local law

THIS PRODUCT MAY ONLY BE USED FOR RESEARCH
PURPOSES, WHICH IS FURTHER DEFINED BELOW. BY
OPENING THIS PRODUCT, YOU ("PURCHASER") HEREBY
REPRESENT THAT YOU HAVE THE RIGHT AND
AUTHORITY TO LEGALLY BIND YOURSELF AND/OR YOUR
EMPLOYER, AS APPLICABLE, AND CONSENT TO BE
LEGALLY BOUND BY THE TERMS OF THIS RESTRICTED
USE AGREEMENT. IF YOU DO NOT AGREE TO COMPLY
WITH THESE TERMS, YOU MAY NOT OPEN OR USE THE
PRODUCT AND YOU MUST CALL CUSTOMER SERVICE
(1-800-645-5476) TO ARRANGE TO RETURN THE
PRODUCT FOR A REFUND.

“Product” means N27 Rat Dopaminergic Neural Cell Line
(SCC048).

“Research Purposes” means any internal in vitro research
use and specifically excludes the following uses of
whatever kind or nature:

e Re-engineering or copying the Product

e Making derivatives, modifications, or functional
equivalents of the Product

e Obtaining patents or other intellectual property
rights claiming use of the Product

e Using the Product in the development, testing,
or manufacture of a Commercial Product

e Using the Product as a component of a
Commercial Product

e Reselling or licensing the Product

e Using the Product in clinical or therapeutic
applications including producing materials for
clinical trials

e Administering the Product to humans

e Using the Product in collaboration with a
commercial or non-academic entity

“Commercial Product” means any product intended for:
(i) current or future sale; (ii) use in a fee-for-service; or
(iii) any diagnostic, clinical, or therapeutic use.

Access to the Product is limited solely to PURCHASER's
officers, employees, and students who need to use the
Product for Research Purposes. PURCHASER shall comply
with all applicable laws in its use and handling of the
Product and shall keep it under reasonably safe and
secure conditions to prevent unauthorized use or access.

The life science business of Merck operates
as MilliporeSigma in the U.S. and Canada.

Merck and Sigma-Aldrich are trademarks of Merck or its affiliates. All other trademarks are

the property of their respective owners. Detailed information on trademarks
is available via publicly accessible resources.

© 2014-2025 Merck and/or its affiliates. All Rights Reserved.
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These restrictions will remain in effect for as long as
PURCHASER possesses the Product.

PLEASE CONTACT licensing@milliporesigma.com PRIOR
TO PURCHASE FOR ANY USE OF THE PRODUCT OUTSIDE

OF THIS RESTRICTED USE AGREEMENT.

Genetically Modified Organisms (GMO)

This product contains genetically modified organisms.

Este producto contiene organismos genéticamente
modificados.

Questo prodotto contiene degli organismi geneticamente
modificati.

Dieses Produkt enthalt genetisch modifizierte
Organismen.

Ce produit contient des organismes génétiquement
modifiés.
Dit product bevat genetisch gewijzigde organismen.

Tama tuote sisaltaa geneettisesti muutettuja
organismeja.

Denna produkt innehaller genetiskt andrade organismer.

Notice

We provide information and advice to our customers on
application technologies and regulatory matters to the
best of our knowledge and ability, but without obligation
or liability. Existing laws and regulations are to be
observed in all cases by our customers. This also applies
in respect to any rights of third parties. Our information
and advice do not relieve our customers of their own
responsibility for checking the suitability of our products
for the envisaged purpose.

The information in this document is subject to change
without notice and should not be construed as a
commitment by the manufacturing or selling entity, or an
affiliate. We assume no responsibility for any errors that
may appear in this document.

Technical Assistance

Visit the tech service page at SigmaAldrich.com/techservice.

Terms and Conditions of Sale
Warranty, use restrictions, and other conditions of sale

may be found at SigmaAldrich.com/terms.

Contact Information
For the location of the office nearest you, go to

SigmaAldrich.com/offices.
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