Cyto Pulse Sciences, Inc. ™ Protocol

A medical device and treatment development company

Ex vivo/ln Vitro Transfection of PC-12 Cells

Cells Used:  Adrenal Gland Pheochromocytoma PC-12 [PCI12] (ATCC CRL-1721)

Growth: Loosely adherent
Culture: Hams F12 K medium with 15% Horse Serum and 2.5% FBS
_ Reference: Rich Jarvis, Associate Scientist, Ambion, Inc., Austin Texas
Cyto Pulse Electroporation
and Electrofusion Systems for: .
In vivo therapeutic delivery Cell Preparation
Gene therapy Harvest: Log phase growth
_ Immunotherapy Woashing: Wash cells twice (three centrifugations) in Cytofusion™ Medium LCM-C
Hybridoma production
Vaccine delivery
Nuclear transfer EP Buffer: Cyto Pulse Cytofusion™ Medium LCM-C
Cell Density: 6 x 10° cells/ml
RN e Transfectant:
SRNA delivery I siRNA: 100 nM GAPDH siRNA, Ambion catalog # 4602
plasmid delivery
Electroporation
System: Cyto Pulse PA-4000 Advanced Electroporation System
Electrode: 2 mm gap standard cuvette
Volume: 100 pl

Temperature: Room Temperature
Electroporation Protocol:
Electric field: 2000 V/cm (400 v)
Pulse Width: 0.400 ms

Number of Pulses: |
Interval between pulses: 0.125 s

Post Electroporation Treatment

GADPH Gene Silencing Using siRNA
Incubate at 37°C, 5% CO, for 48h (Normalized to Control)
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