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DNA quality for franstection

Transfection experiments yield best results when
plasmid DNA of the highest purity is used (Table 1).
DNA purified with QIAGENT or QIAfilter™ Plasmid Kits
is ideally suited for transfection of most cell lines. For
transfection of primary cells ond endotoxin-sensitive
cells, we recommend using DNA purified with
EndoFree™ Plasmid Kits. These kits efficiently remove
bacterial lipopolysaccharide molecules during the
plasmid purification procedure ensuring optimal
transfection results (Table 1).

Table 1. Effect of DNA purification method on
transfection efficiency

9.2+ 0.28%
5.7 £ 0.4%

5.1 £0.5%

Primory rabbii gastric parietal colls were iransfociod with pEGFPN2
[CIONTECH) prepared by different methods, and Eflectene
Reagent or a commonly used liposome reagent. The data represent
the perceniage of the cells oxpressing CFP defermined by scoring
the number of groen fluorescont cells 48 h postiranstfection. Daia
generated using Efleciene Reagent ond plosmid DNA purified
with Endofree Plosmid Kits correspond o images in Figure 9.

Doto kindly provided by Catherine Chew and John Porente,
Medical College of Georgia, Augusta, Georgia, USA
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QIAGEN Plasmid Kits 8.1 £0.57%
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EndoFree DNA plus Effectene with Primary Cells

Figure 9. Tronsieciion of primary robbif gostric paricial colls using
Eifoctene Reogent and plasmid DNA - purified  with Endofree
Plasmid Kits fsce ofso data in Teble 1), Tronslection was performed
in 35mm dishes using 0.4 g pECFP-N2 [CLONTECH) and 4 1l
Efleciene Reagent | x 10 cells were seeded per dish one doy
prior o lransfection. On overoge 21% of the cells expressed GFP
48 h postransfection. Images of colls were taken with o digiial
comera under (A) phasoconirast microscony and (B} fluorescent
microscopy. Dota kindly provided by Catherine Chew and John
FParente, Medical College of Ceorgia, Augusta, Ceorgia, USA

Ready-to-use kits

Effectene Reagent and Superfect Reagent come
complete with o detailed handbook containing
protocols for transient and stoble transfection of
adherent and suspension cell lines as well as valuable
information for optimization of transfection.

Patenled or patertpending technelogy and/or registered or regisiration-perding frademarks of QIAGEN: QIAGEN?, Superfect™,

Eftectene™, QlAlilter™, Endofree™.
plrocer is a lrademark ol Invitrogen Corporation.
FACS 15 a regislered ademark of Becton Dickinson.
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Fectene Tronstection Reagent

The next generation in lipid technology

Effectene * Transfection Recgent is a unique new
nonliposomal lipid formulation combined with a
special DNA<ondensing enhcncer. The Enhcncer
first condenses the DNA molecules ond Effectene
Reagent subsequently coats them with cationic lipids,
providing a particularly effective way of transferring
DNA nto eukaryotic cells. Effectene Reagent offers
significont advantages over many  liposome
reagents and other transfection methods.

Qutstanding transfection efficiencies

Effectene Reogent yields significantly higher trans-
fection efficiencies than many widely used liposome
reagents. Effectene Reagent can be used for transient
and stable transfection of a wide variety of cell lines
(Figures 1, 2, and 3). For recgent recommendations
on specific cell lines please refer to the table on
poge 6.

High efficiencies with many primary cells
Independent tests show that Effectene Reagent is
particulary effective for iransfection of many primary
cells {Figure 2, and Figure 9, poge 7).

Minimal cyfotoxicity

The norrliposomal lipid Effectene Recgent is less
toxic to cells than many other transfection reagents.
Effectene Reagent enables transfection in the presence
of serum without lowering transfection efficiencies,
unlike many liposome reagents. This is an important
consideration, particularly when primary cells or

sensitive cell lines are used.
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Comparison of Transfection Efficiencies
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Figure 1. Comparison ol ronsfection officiencies oblainod using
Effectone Reagent and throe of the most commonly used liposome
reagents. Hela $S3 COS7 and NIH/3T3 cefls as indicaled
were Iransfocied i 96-woll format with pCMVB 2 x 10° colls
were sceded per well one day prior o iransfeciion. Transfection
efficiencies arc given as frgalaciosidase units per mi Each bar
represents the overage offcioncy from 4 replicaies

Effectene Reagent with Primary Cells

Figure 2. Expression of green Wuorescent profein (CFF from
primary robbit aoric smooth muscle cefls wranstected vsing
Effeciene Reagent. 1 x 10° colls were seeded T day prior to trans-
fection, and ransfections were perlormed in 8-well plates using
0.4 pg pECFPNT [CLONTECH) and 10 pl Effectone Reagent.
Cells were viewed 24 h postiransfeciion under fluorescence
microscopy. Approximately 40% of the cells were ranskected, as
determined by FACS™ analysis. Dalo kindlly provided by Kerstin Veir,
2nd. Medical Chinie, Dopi Clinjeal Pharmacology, Mainez, Cermaony:
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No complex removal Model of Effectene Principle
Due to the low cytoloxicity of Effectene Reogent, :
removal of Eifectene-DNA complexes ofter transfec-
tion is not necessary for most cell lines. This mokes
transfection with Effectene Recgent even faster and

easier.

Significantly less DNA needed

Effectene Reagent is very efficient in delivering DNA
into cells. Typically, only onedfifth the quantity of
DINA required for mast liposome recgents is sufficient.
This allows for more experiments with less DNAL

The Hfectene Procedure

Effectene Reagent is used in conjunction with a specicl
DNA<condensing enhancer and DNA buffer to achieve
high transfection efficiencies. DNA is mixed with the
buffer, which provides optimal salt conditions for
strong DNA condensation by the enhancer. This step
takes just 2-5 minutes. Effectene Reagent is then
added and Effectene-DNA complexes form during
a 5-10 minute incubation. The complexes are mixed

with complete medium ond odded direclly to the
cells. The cells are then incubated until harvested and
anclyzed for gene expression.

Trensfection of B cells
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Figure 3. Comparison of luciferase activities from M12.4 cells ‘ ;

fa murine B cell line) iransfecied vsing Flectene Reogeni and iwe 1 3%

liposome-based reagents. Transfections were performed in 24well ! 2 &

platos using 5 x 10 colls and 0.6 pg of a pGL3{Fromegajbosed -~ 100,

reporier construci per well. Bars represent average relotive light ‘

units (RIY) and siandard deviations obiained from three reph- 500

cates assayed 24 h postransiection. Dala kindly provided by i i

Adrian Coldstein and Richard Schevermann, Depariment of ‘ o l : %

Pothology, Universily of lexas Sovthwesiem Medical Center, Daflas, | '

X, USA.
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