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Transfection (e.g. 6-well plate)
1. 稀釋2ug DNA到200ul jetPRIME buffer，vortex混勻
2. 加4ul jetPRIME reagent，vortex 10秒，小烏龜離心下來
3. 室溫incubate 10分鐘
4. 每well加200ul transfection mix，搖勻
5. (可省)4h之後換成cell growth medium
6. 至少24hr之後萃RNA或protein
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Troubleshooting
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Table 3: Transfection optimization guidelines

Culture Vessel

96-well*
24-well
12-well
6-well /3.5cm
60 mm / flask 25 cm?
100 mm / flask 75 cm?
150 mm / flask 175 cm?

Volume of jetPRIME®
Buffer (ul)

5
50
75

200

200

500
1000

Amount of DNA
(kg)

0.05-0.2
0.25-0.75
04-12
1-3
2-6
5-15
10-30

Volume of jetPRIME®
reagent

(w))
0.1-06
0.5-2.25
0.8-36
2-9
4-18
10-45
20-90
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Observations
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wansfection
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Cellular toxicity

Actions

Optimize the volume of JetPRIMES reagent and the amount of plasmid DNA
added per wel. Increase the volume of JetPRIME® reagent first; if nsufficient,
increase the amount of DNA according to Table 3.

Ensure that transfection was performed in presence of serum since JetPRIMES
gives higher transfection efficiency in presence of serum.

Ensure the cells are NOT in OptiMEM® during transfection.
Ensure that the nucleic acd s diluted in the provided etPRIME® bufer.

Use a plasmid containing a common reporter gene such as Luciferase or GFP a5 a
positive control.

Preferably use  DNA preparation at 3 concentration o 0.3 to 1 g/

For cells known to be dificut 1o transfect, start by using 1.5 x the amount of
DNA suggested in Table 2. Then decrease the DNA amount f you observe
toriciy.

Use high-qualityplasmid preparation, free of proteins and RNA (0Dzugzzo> 1)
Ensure thet all reagents are RNAse free.

Ensure that the quality of your SIRNA is optimal (concentration, annealing and
design).

Optimize the amount of SRNA and DNA used if performing cotransfection.
Analyze transfection ot an earier time point (¢.g.at 24 h nstead of 48 ).
Wash cels & hafter tranfection.

Decrease the amount of plasmid DNA added per well

Ensure that the nucleic acid s diluted inthe provided jetPRIVIE® buffr.
Decrease the volume of jetPRIME reagent.

Ensure that the plasmid preparation i endotoxin-free..

Verify the toricity of the expressed protein. f the expressed protein is toxic for
the cels reduce the amount of plasmid DNA.
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Table 1. Recommended number of cells to seed the day before transfection.

Surface area Volume of medium per
Number of adherent
Culture vessel per well well to seed the cells
cells to seed 2

(cm?) (ml)

96-well 7 500 - 10 000 0.3 0.1
24-well 50 000 - 80 000 1.9 0.5
12-well 80 000 - 150 000 3.8 1
6-well /35 mm 150 000 - 250 000 9.4 2
60 mm / flask 25 cm? 250 000 - 800 000 25-28 5
100 mm / flask 75 cm? 1x10°-2x10° 75-78.5 10

150 mm / flask 175 cm? 2x10°-5x10° 153-175 20
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Table 2. DNA transfection guidelines according to the cell culture vessel per well

Volume of Volume of
Volume of Amount of ietPRIME® rowth
Culture Vessel jetPRIME® Buffer DNA s & .
() (ug) reagent medium
(1) (ml)
96-well* 5 0.1 0.2-0.3 0.1
24-well 50 0.5 1-15 0.5
12-well 75 0.8 1.6-2.4 1
6-well /35 mm 200 2 4-6 2
60 mm / flask 25 cm? 200 4 8-12 5
100 mm / flask 75 cm? 500 10 20-30 10

150 mm / flask 175 cm? 1000 20 40 - 60 20
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Standard conditions
1:2 DNA to jetPRIME® ratio (w/v)

for 1 pg of DNA use 2 pl of jetPRIME®





