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Contents of one Nucleofection™ Sample and recommended program

100 pl Single Nucleocuvette™ 20 pl Nucleocuvette™ Strip
Cells 5x 10° 1x 10°
Substrate* pmaxGFP™ Vector 2ug 0.4pg
or  plasmid DNA [in H,0 or TE] 0.5-5ug 0.1-1pg
or siRNA 30-300nM siRNA 30-300nM siRNA
(3—30 pmol/sample) (0.6—6 pmol/sample]
PS5 Primary Cell 4D-Nucleofector™ X Solution 100 pl 20ul
Program CA-167 CA-167

*Volume of substrate should comprise maximum 10 % of total reaction volume
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— Experiments — display user-defined experiments

— Custom programs — create and manage custom Nucleofection™ Programs

— Results — reopen or load result files onto a USB stick plugged into the USB port in front of
the Core Unit

— Lonza programs — version information about the cell type list

— Display and audio — adjust brightness of the touch screen display,time to activate standby

and deactivate the touch tone

— Date and time — set and format date and time

— Language and keyboard — change language settings for display functions and keyboard

— ... more: To switch between pages of the settings list

— Firmware update — update the system software (see chapter 2.10 for details)

— Device cleaning — opens the tray of the functional modules to remove it for cleaning

— System restart — restart system

— Transport lock — activates the transportation lock of the system

— Synchronize — supports synchronization of the actual firmware with the PC Editor

— Version — displays firmware version and serial number of all Modules
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Low survival rate Cells were kept in Nucleofector™ | Transfer cells immediately
Solution too long into pre-warmed medium as

recommended in the

optimized protocol.

Cells were damaged by Avoid harsh conditions
harvesting procedure or through | during cell harvesting,
handling especially centrifugation at

higher speed or




overexposure to trypsin.
Pipette cells smoothly as
they are quite stressed
already. Use a plastic Pipette
as recommended in the

optimized protocols.

Cells culture conditions were
suboptimal

Cells should be viable and in
culture for several passages.
Avoid excessive cell densities
or cell confluencies since this
may decrease cell viability
post Nucleofection™. For
further details please refer to
the dedicated optimized
protocol.

Multiple use of Cuvettes

We strongly recommend
using the Nucleofection™
Vessels only once, because
the high voltage pulses that
are applied drastically affect
their physical integrity.

Poor DNA quality

DNA used for Nucleofection™
should be of high purity. We
strongly recommend
endotoxin-free preparation
of the DNA. Do not use
procedures involving phenol
/chloroform treatment.

Low substrate
transfer

DNA amount is too low

We recommend a certain
DNA amount per sample
(depending on cell type and
Nucleofection™ Vessel; for
details please refer to
respective optimized
protocol). If both transfer
efficiency and cell mortality
are low, the DNA amount
could be increased.
Increasing DNA amount may
lead to higher transfection
efficiency, but at the same
time result in higher cell
mortality.

Cell number in Nucleofection™

Please use the cell numbers




sample too high or too low recommended in the
dedicated optimized
protocol.

Poor DNA quality DNA used for Nucleofection™
should be of high purity. We
strongly recommend
endotoxin-free preparation
of the DNA. Do not use
procedures involving phenol
/chloroform treatment.
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Parameter file Result file, 0K Result file, warning  Result file, error Skipped well

Undefined

Defined

No program control

No substrate control
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