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FlyFectin™
The only specifically designed and very efficient
transfection reagent for insect cells

List of FlyFectin™ Kits

Catalog Description Volume (uL)  Size (number of transfection
Number / ng of DNA)
FF50500 FlyFectin ™ 500 125

FF51000 FlyFectin ™ 1000 250

FF55000 FlyFectin ™ 5X 1000 1250

Use the content of the table above to determine the appropriate catalog number for your needs. You can
order these products by contacting us. For all other supplementary information, do not hesitate to
contact our dedicated technical support: tech@ozbiosciences.com.
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1. TechnologyEO

1.1. Description 30

Congratulations on your purchase of the FlyFectin™ reagent!
FlyFectin™ is a unique and very efficient transfection reagent based on an aqueous formulation of
cationic lipids. It has been specifically designed to achieve very high transfections of insect cells.

FlyFectin™ presents several advantages:

e Very High transfection efficiency

e Excellent reproducibility

e Fast and easy procedure

e Compatible with and without serum-containing culture media
*  Multipurpose (various types of nucleic acid)

*  Non toxic & economical

1.2. Kit Contents 30

OZ Biosciences offers three sizes of FlyFectin™ reagents. Kit contents vary according to their size.

. One tube containing 500 ML of FlyFectin™ good for 100 transfections with 1 pg of DNA
. One tube containing 1 mL of FlyFectin™ good for 200 transfections with 1 Pg of DNA
. 5 tubes containing 1 mL of FlyFectin™ good for 1000 transfections with 1 Pg of DNA

Stability and Storage

Storage: +4°C. Upon receipt and for long-term use, store all reagent tubes in the fridge. FlyFectin™ kits
are stable for at least one year at the recommended storage temperature.

+ DO NOT FREEZE THE FlyFectin™ FORMULATION!
+ DO NOT ADD ANYTHING TO THE STOCK SOLUTION OF FlyFectin™ FORMULATION!

Shipping condition: Room Temperature

2. ApplicationsEO

2.1. Application Areas 30

FlyFectin™ reagent has been especially developed to transfect insect cells. The baculovirus
expression system is one of the most powerful approaches for eukaryotic recombinant protein expression.
FlyFectin™ allows reaching high level of protein expression. FlyFectin™ has been developed for very
efficient transfection of various types of nucleic acids such as DNA, mRNA, siRNA or oligonucleotides
in a wide variety of insect cells. This product is intended for research purpose only.
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2.2. Cell Types 30

FlyFectin™ has been effectively used with several insect cells.

Cell Lines Cell Type

Sf9 Spodoptera frugiperda ovarian cells
SL-3 Spodoptera frugiperda ovarian cells
SPC-SSL 52 Spodoptera littoralis ovarian cells

3. General ProtocolsEO

3.1. General Considerations 30

The instructions given below represent a sample protocol that was applied successfully with Sf9 cells and
it is ideal for use of a baculovirus expression system (BES). For customer’s specific applications, optimal
conditions may vary depending on nucleic acid amounts, cell types and DNA / FlyFectin™ ratio.
FlyFectin™ can be used both in the presence or the absence of serum. You can use your routine culture
medium for the transfection, except during preparation of the FlyFectin™ / DNA complexes.

Cells should be healthy and assay during their exponential growing phase. The cells proliferating rate
is a critical parameter and the optimal confluency has to be adjusted according to the cells used. Do
not use cells cultured longer than 4 months. Maintain plates at 27°C in an atmosphere free of CO,.
Nucleic acids should be as pure as possible. Endotoxins & traces of cesium levels must be very low
since they interfere with transfection efficiencies. Moreover, we suggest avoiding long incubation time
of the DNA/RNA solution in buffers or serum free medium before the addition of FlyFectin™.
Medium. Do not use serum and supplement containing medium for the preparation of the

FlyFectin™ / DNA complexes.

3.2. Protocol 30

1)

2)

3)

4)

6
For each transfection, seed 2.0 to 3.0 x 10 cells in a 60 mm Petri plate. After pipetting the cells into
the plates, rock gently side-to-side to ensure an even monolayer. Avoid the formation of clamp into
the center of the dish.

Allow the cells to attach completely to the plate or flask (3 to 4 hours at 27 °C). You can verify that
cells have attached by inspecting them under an inverted microscope.

For each co-transfection, prepare the following mixture in a 1.5 mL sterile polystyrene tube:

Mix 100 ng of linearized viral DNA and 500 ng of recombinant transfer plasmid in serum- and
antibiotics-free medium to a total volume of 30 PL solution. Do not use serum and antibiotics
containing medium for complex formation.

Dilute 3 to 7 UL of FlyFectin™ in 30 YL serum- and antibiotics-free medium for each transfection.
Do not use serum and antibiotics containing medium for complex formation.
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First, add serum-free culture medium to the tube and then drop the FlyFectin™ stock solution
directly into the medium. Contact of FlyFectin™ with the tube surface (plastic or glass) will result in
materials lost by adsorption.

5) Add the DNA solution to the FlyFectin™ solution immediately, mix gently and incubate at room
temperature for 15 to 20 minutes. Do not vortex!

6) During incubation remove the medium from the cell dishes and rinse cells growing in the Petri
plate(s) twice with 2 mL of culture medium without antibiotics (be careful to not disrupt the cell
monolayer and to keep the cells moist). Add very carefully 1 mL of antibiotics-free medium to the cell
monolayer (with or without serum).

7) After the formation of FlyFectin™ /DNA complexes, add 440 UL of antibiotics-free medium to this
mixture and mix very gently. Do not vortex! Total volume 500 UL (60 UL of complexes plus 440 UL
of medium).

8) Add the total 500 pL to the 1 mL of medium covering the cells.
9) Incubate 4 to 6 hours.
10) Add 6 mL of complete medium (containing serum- and antibiotics) to the cells.

11) Incubate for 72 hours at 27 °C and harvest the virus from the cell culture medium.

Important Notes:
Cells should be 50 % confluent at the time of transfection (step 1).

Optional (step 3):

v' Positive control: A plasmid encoding for B-Galactosidase or B-Glucuronidase (500 ng) can be used
instead of the recombinant transfer plasmid as a positive control. Therefore, the plaques
successfully transfected can be seen by X-Gal or X-Gluc staining.

v Negative control: Replace the recombinant transfer plasmid with only buffer solution such as TE.
Consequently, the background level of non-recombinants derived from uncut nucleic acid can be
detected.

The amount of FlyFectin™ can be optimized within the range of 1.5 to 25 pL per 1 pg of nucleic
acids (step 4).

The best exposure to the transfection mixture is dependent on the sensitivity of the transfected cells.
In case of very sensitive cells, they should be washed twice (remove the complexes) prior to adding the
6 mL of fresh medium and culturing for 72 hours (steps 9-10).

Cells successfully transfected can be checked visually with an inverted microscope at 250-400
magnifications. Sometimes, the viral gene can be observed under such magnification as viral
occlusions in transfected cells (crystals). In other cases, a positive sign of transfection is a 25-50 %
increase of cell diameters and cell lysis.

Virus plaque assay: The infectious potency of a baculovirus stock solution can be assayed by observing
and counting plaques in an immobilized monolayer culture. Many variations of this technique are
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used, depending on cell line, nature of recombinant construct and identification method. Commonly
used identification methods are X-Gal, X-Gluc or Neutral Red staining (for staining solution, see our
related products at the end of this instruction manual).

3.3. Troubleshooting 30

Our dedicated and specialized technical support group will be pleased to answer any of your requests
and to help you with your transfection experiments. tech@ozbiosciences.com. In addition, do not
hesitate to visit our website www.ozbiosciences.com and the FAQ section.

4. Related ProductsBO

Description Reference
Magnetofection Technology

Super Magnetic Plate MF10000
Magnetic Plate 96-magnets MF10096
Mega Magnetic Plate MF14000
PolyMag 1mL (for all nucleic acids) PN31000
PolyMag Neo ImL (for all nucleic acids) PG61000
CombiMag 1mL (to boost transfection reagent) CM21000
SilenceMag ImL (for siRNA application) SM11000
ViroMag 1mL (for viral application) VM41000
ViroMag R/L ImL (for lenti- & retroviruses) RL41000
NeuroMag ImL (for transfection of neurons) NM51000
SelfMag Amino Kit SA10000
SelfMag Carboxy Kit SC20000
FluoMag-P 100uL FP10100
FluoMag-C 100uL FC10100
FluoMag-S 100uL FS10100
FluoMag-V 100uL FV10100
Protein Delivery Systems

Ab-DeliverIN 1 mL AI21000
Pro-DeliverIN 1 mL P111000
Tee-Technology (lipid-based reagents)

Lullaby siRNA transfection reagent LL71000
DreamFect Gold Transfection reagent ImL DG81000
DreamFect Transfection reagent ImL DF41000
EcoTransfect Transfection Reagent 1mL ET11000
VeroFect Transfection Reagent 1mL VEF61000
Gene & Protein Tools

Bradford - Protein Assay Kit BA00100
shRNA GFP (pure) SH10001
shRNA Luciferase (pure) SH10002
GeneBlaster™ Selection Kit GB20010
B-Galactosidase (ONPQG) assay kits GO10001
B-Galactosidase (CPRG) assay kits GC10002
X-Gal Staining Kit GX10003

Please, feel free to contact us for all complementary information and remember to visit our website
(www.ozbiosciences.com) to stay informed on the latest breakthrough technologies and updated on our complete
product list.
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Purchaser Notification (©

Limited License

The purchase of the FlyFectin™ Reagent grants the purchaser a non-transferable, non-exclusive license
to use the kit and/or its separate and included components (as listed in section 1, Kit Contents). This
reagent is intended for in-house research only by the buyer. Such use is limited to the transfection of
nucleic acids as described in the product manual. In addition, research only use means that this kit and
all of its contents are excluded, without limitation, from resale, repackaging, or use for the making or
selling of any commercial product or service without the written approval of OZ Biosciences.

Separate licenses are available from OZ Biosciences for the express purpose of non-research use or
applications of the FlyFectin ™ Reagent. To inquire about such licenses, or to obtain authorization to
transfer or use the enclosed material, contact the Director of Business Development at OZ Biosciences.

Buyers may end this License at any time by returning all FlyFectin ™ Reagent material and
documentation to OZ Biosciences, or by destroying all FlyFectin ™ components. Purchasers are advised
to contact OZ Biosciences with the notification that a FlyFectin ™ kit is being returned in order to be
reimbursed and/or to definitely terminate a license for internal research use only granted through the
purchase of the kit(s).

This document covers entirely the terms of the FlyFectin ™ Reagent research only license, and does not
grant any other express or implied license. The laws of the French Government shall govern the
interpretation and enforcement of the terms of this License.

Product Use Limitations

The FlyFectin ™ Reagent and all of its components are developed, designed, intended, and sold for
research use only. They are not to be used for human diagnostic or included/used in any drug intended
for human use. All care and attention should be exercised in the use of the kit components by following
proper research laboratory practices.

For more information, or for any comments on the terms and conditions of this License, please contact:

Director of Business Development

OZ Biosciences

Parc Scientifique et Technologique de Luminy
Batiment grand luminy - zone entreprise, case 922
13288 Marseille Cedex 9, France

Tel: +33 (0) 4.86.94.85.16

Fax: +33 (0) 4.86.94.85.15

E-mail: contact@ozbiosciences.com
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