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EnoGeneFec™ 2200 Transfection Reagent

Catalog Number: EGF2200-500, EGF2200-1000, EGF2200-1500
Amount:500u] 10004 1500uC]
Storage/Stability: Store at 4°C/1 year

Introduction

EnoGeneFec™ 2200 Transfection Reagent comprises of unique formulations of polycations
and liposomes representing a new class of transfection reagent designed for primary
mammalian cells to get outstanding transfection results, which will guarantee higher
transfection efficiency and lower cytotoxicity for almost all primary cell lines. EnoGeneFec™
2200 Transfection Reagent offers significant advantages over many other transfection
methods.

EnoGeneFec™ 2200 Transfection Reagent offers:

o High transfection efficiency of plasmids, antisense oligonucleotides, siRNA in almost all
primary cell types

e Fast procedure — transfection-complex formation in just 20 minutes

e Decreased cytotoxicity

Kit Contents

Cat: EnoGeneFec™ 2200 Transfection Reagent
EGF2200-500 500uL
EGF2200-1000 1.0mL
EGF2200-1500 2.0mL

Important Notes

Required amount of EnoGeneFec™ 2200 Transfection Reagent

For initial optimization experiments, transfect a monolayer of cells that is 70-90% confluent,
using 2:1~ 5:1 ratios of EnoGeneFec™ 2200 Transfection Reagent (ul) to DNA (ug),
respectively. For most cell types, the EnoGeneFec™ 2200 Transfection Reagent: DNA (2:1)
ratio provides excellent transfection level. For some hard-to-transfect cells, the EnoGeneFec™
2200 Transfection Reagent: DNA (5:1) ratio is recommended.
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Cell culture

A healthy cell culture lays the foundation for successful transfection. Different cells or cell lines
have very specific media, serum, and supplement requirements. Low passage number (<50
splitting cycles) ensures that the cell genotype has not become altered. We recommend
subculturing cells 24 hours before transfection. This provides normal cell metabolism and
increases the likelihood of DNA uptake.

Effect of serum

We do not recommend using serum during complex formation between EnoGeneFec™ 2200
Transfection Reagent and plasmid DNA, as serum may inhibit complex formation.

Plasmid DNA quality

It is critical to accurately determine the plasmid DNA concentration using 260nm absorption.
DNA content must be determined by 260nm absorption (estimates of DNA content based on
the intensity of gel bands are not sufficiently accurate). Determine the DNA purity using a 260
nm/280 nm ratio; the ratio should be 1.8.

Procedures

Use the following conditions as guidelines to transfect primary mammalian cells in a 6-well or
35mm dish format. For other culture vessels, please refer to Table 1.

Table 1. Reagent Quantities for Different Culture Vessels

Surface | Typical total Starti ¢ DNA
arting mass o
Culture areape | volume of _ g _ EnoGeneFec™ Transfection
. (Mg) in medium volume 2200 in medium
Vessel r well medium () medium vol.
(sz) (ml) M volume
. 0.4-1.0 plin 20
96 well 0.3 0.1-0.2 0.2 yg in 20 pl | 50 ul
¥
24 well 2 0.5 (0.2-)1.0 yg in 25 yl 2-5plin 25 pl 0.4 ml
12 well 4 1.0 (0.5-)2.0 pg in 100 pl 4-10 ulin 200 pl 0.6 ml
) 10-25 plin 100
6 well 10 2.0 (1.0-)5.0 yg in 100 pl ul 0.8 ml
i 10-25 plin 100
35 mm 10 2.0 (1.0-)5.0 pg in 100 pl | 0.8 ml
v
) 20-50 ulin 500
60 mm 20 5.0 (3.0-)10.0 ug in 500 pl | 2.4 ml
v
) 40-100 plin
10 cm 60 10.0 (8.0-)20.0 pg in 1500 pl 6.4 ml
800yl
2
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For in vitro primary adherent cells

1. 18 to 24 hours prior to transfection, trypsinize and adjust the cell concentration, seed cells at
a density of 1-3 x 10° cells per well in 2.0ml of appropriate growth medium (with serum and
antibiotics if cells are cultured in the presence of them). Incubate the cells at 37°C in a CO,
incubator until cells are 70% to 90% confluent at the time of transfection.

2. For each transfection sample, prepare the complexes as follows:
Solution A: Dilute 2.0 ug of DNA into 100 pl of serum-free, antibiotic-free medium.

Solution B: Vortex EnoGeneFec™ 2200 Transfection Reagent thoroughly prior use, then dilute
10 pl of EnoGeneFec™ 2200 Transfection Reagent in 100 pl serum-free, antibiotic-free
medium.

Incubate Solution A and B at room temperature for 5 minutes.

3. Combine the solutions, mix gently to ensure uniform distribution and incubate for 20 minutes
at room temperature. NOTE: Complexes are stable at room temperature for 3-5 hours.

4. Add 0.8 ml of serum-free, antibiotic-free medium to EnoGeneFec™-DNA complex. Mix
solution gently.

5. Remove growth medium from the cells and add 1.0 ml of EnoGeneFec™-DNA solution to
the each well containing cells.

6. After 5-8 hours, remove transfection solution and add 2.0 ml of the appropriate growth
medium (with serum and antibiotics). Incubate the cells at 37°C in a CO, incubator for a total of
24-72 hours.

7. Assay cell extracts or phenotype for gene activity 24-72 hours after the start of transfection
depending on the cell types and promoter activity. To make stable cell lines: Passage cells at a
1:10 (or higher dilution) into fresh growth medium 24 hours post transfection. Selection
medium can be added the following day if desired.

For in vitro primary suspension cells

1. Just prior to preparing complexes, plate 3-5 x 10° suspension cells in 0.8ml of serum free
medium without antibiotics. Since transfection efficiency is sensitive to culture confluence, itis
important to maintain a standard seeding protocol from experiment to experiment.

2. For each transfection sample, prepare the complexes as follows:
Solution A: Dilute 2.0 ug of DNA into 100 pl of serum-free, antibiotic-free medium.

Solution B: Vortex EnoGeneFec™ 2100Transfection Reagent thoroughly prior use, then dilute
10 pl of EnoGeneFec™ 2100Transfection Reagent in 100 pl serum-free, antibiotic-free
medium.

Incubate Solution A and B at room temperature for 5 minutes.

3. Combine the solutions, mix gently to ensure uniform distribution and incubate for 20 minutes
at room temperature. NOTE: Complexes are stable at room temperature for 3-5 hours.
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4. Add 0.2ml of the EnoGeneFec™-DNA solution into each well containing suspension cells in
0.8ml serum-free, antibiotic-free medium.

5. After 5-8 hours, add 0.1ml of FBS directly into each vessel.. Incubate the cells at 37°C in a
CO, incubator for a total of 24-72 hours.

6. Assay cell extracts or phenotype for gene activity 24-72 hours after the start of transfection
depending on the cell types and promoter activity. To make stable cell lines: Passage cells at a
1:10 (or higher dilution) into fresh growth medium 24 hours post transfection. Selection
medium can be added the following day if desired.

Storage and stability

EnoGeneFec™ 2200 Transfection Reagent is provided in 1pg/uLconcentration. It is shipped at
room temperature and is stabilized for extended storage at +4°C for one year when very tightly
closed.

For Research Use Only 4



Order: order@enogene.com Support: service@enogene.com Web: www.enogene.com

®
@ ‘:’, EnoGeneFec™ 2200 ¥ Z+iA7
no® (EnoGeneFec™ 2200 Transfection Reagent)
—. FERAA

EnoGene it 1) EnoGeneFec™ #44ia] LAds i (R g e . fERTT (8. APRagtth N, AT B
NEISEE, EnoGene HHT AU 7 5 I T WL BH 251 Bl T4 i Jeaaln s SR (A4 s AR L, S0 A
KRR B g o A P PHT (A G R 7 (8, W TR TORL . R XUEE DNAL R USRI T IR M
RNAI %5, 7ESCPRE e TR R B AR BOR .

EnoGeneFec™ 2200 /&% R ARZH ML B v A iR, T T8N Lo ZRIHEXUBE DNAL [ U5E
FZHF IR B RNAT 5. o F IR JEAR G R S Qe 28 vl 60% LA _E

EnoGeneFec™ 2200 A LI/ CEIIR/NE 100-400nm) B EAR M, SEE HEAE FH 45 A 2IDNA
B IR B 48 DA R S B A IR IR T, 5 SR IR 55 e T BURR A IR /N IR R A R, 38 3 &t
WEMER”BENGA, RRTRSOARR IR, 7EE G A SR VE PR B A% BRI S0, DRI DNA S 32 A% B 1Y)
Fefd. BENAARSS, EEMTEAMIKZ, FDNARSEIAM T, SCIEERIE L. .

EnoGeneFec™ 2200 5 H A% Jia R ELICIRTE FE AR NS I AT L3 A IR AR %S, T EERIN:
@ L QR R 2 RN RE Bl SRS A i P RCR & & PR I v e PR el
O LA, 75 B ORI B DNA R, 350 AR T H e e sl 77
@R AEf AL, DURJERII R SEde g, e deutinl-DNA AWM 17 A 55 20min

—. AReds
Hoy EnoGeneFec™ 2200 Transfection Reagent
EGF2200-500 0.5ml
EGF2200-1000 Iml
EGF2200-1500 1.5ml

=, BAIEPE (U6 LD

Xt T AR B4

L FEYLRl 18-24 /NG SE A HEFRIEAE 6 SLANRRET RO, A ALEAT 2ml AR CIRIELHNERE R, T

FERPUER) » 209 1-3XT0NHIE,  FEUeni A FERGAE] 70—90%, 4l At A B R IR el 7%

M, FTRASEER 1 g gtag L (BRI R EARAVARUH R A0 A 4. EnoGeneFec™ 2200 Ji.
1 AR IRAL (BRI R AT R A B0 R A4, EnoGeneFec™ 2200 fiE

For Research Use Only

T A RNEEFEHE | DNA (EH AR EnoGeneFec™ REINTC IS 6
BRI "m) 1A RSy P 2200 EIIRAEE STOPrLe 8 S
cm or
(ml/fLorm) (pg) & 1R
0.2ug T 20 | 0.4ul T 20 50ul
96 1L 0.3 0.1-0.2 N N
ul R w1 FRA
0.2-1 ng¥T 25| 2-4 vl T 25 0. 4ml
24 4L, 2 0.5 N .
pl A ul IR A
5

0022494



Order: order@enogene.com

Support: service@enogene.com

Web: www.enogene.com

0.52.0 ugiaT 4-8 wl BT 0. 6ml
12 5L 4 1.0 N N

100 vl 5 100 w1l FEgest

1.0-5.0 wgiT | 1020 vl AT 0. 8ml
6 fL 10 2.0 N N

100 w1 Bk 100 w1 Bk

1.0-5.0 ngiTF | 1020u1 T 0. 8ml
35 mm 10 2.0 N ]

100 vl 54t 100 Bz3:3¢

3.0-10.0ug & 10-20 01 ¥&T 2. 4ml
60mm 20 5ml . N

T 500 p 1 kgt 500 B3

8.0-20.0 mg ¥ | 90200ul ¥+ 6. 4ml
10-cm 60 10ml . .

F 1. 5ml EEFREE 800 11 Kt

2. BT EWIRH %

TS A: ¥ Sng ORI DNA (EROLAAZ IR SRS TN 100 wl RIS THAERMBEFRE, /£ 1 5ml
JoH EP EHRAIG, ZEIRNE 5 .

¥ B: EnoGeneFec™ 2200 7E{# I FiiE B 1E5) . K 10-2011 EnoGeneFec™ 2200 HIAZ] 100 ul FEIE-
THERKFEFRES, 7£ 1. 5ml LR EP BHIRS), =IEME 5 /-5,

VG A IINBIET B b, REREA), SIE 20 28l K184 200 ul G EY) QF: SIS
PITE SR R 5 /N PR ARSE D S
3. % 800 nl BIYE. FoHAERRSFEMAT LR 200 nl #E &Y, BRI, 154 1. 0ml Y
AR BT PRR R 2, BIRAEN 1 oml # 38 AMIEBUINN BI5; 7L Hh 78 55 41 .
4. T 5-8 /NG, FEEREILPMFHLEEEMIEM, MA 2.0ml 58eREFRE GRIGAMREE T4, & ik
KBz , TCIE I 4HM 18-24 /NI,
6. WCEEAMML T 40T UnEgl SrAa it e, Tk 24 /NGNS A TR 1:10 AR E il e ik CH#R4m
MaEEFREAT, I MIE KPUAER) , BRI E AT A iR R R

Xof T BRAR = R4 P«
1. TERIRHERE GYHT 1 /N, Hfl 0. 8nl TR THAERKEFREMMER (5 3-5X101M4H)
T 6 FLAANIE IR o 0 A R SRR SO SR, AT AR 1 PR AL (BRI AR AR
N7 R M R . EnoGeneFec™ 2200 fif .
2. HEGT LW %

TS A: K Shg TR DNA (ERHAAZFRR S 4D INE] 100 vl EMTE. A RKIEFEE, £ 1 5ml
JoH EP EHRAIG, ZEIRE 5 .

¥ B: EnoGeneFec™ 2200 7Efi FH 5% % 15T - K5 10-2011 EnoGeneFec™ 2200 JIAZ] 100 ul FE ML
THERKFEFRES, 7£ 1. 5ml LR EP BHIRS), =IEME 5 /-5,

VG A IINBIET B b, REREA), SIE 20 28l $K18L) 200 ul G &Y F: ZEREE
YIE SR R 5 /N PR ARSE D
3. K iR 200 nlFE B AYIRMEBIE LM T 0.8nl LME. THAERKEFEARIW (¥
35X 104D KIRE AL, BRIRA.
4. T 5-8 /MG, REFRFLAMAN 0.1ml i (AIEPIER) , STCH B4 18-24 /i,
5. WCEEAMLH T 4007 . NS T Aa i Y, Tk 24 /NI S A AR 1:10 AR E il s ek R4
MIEEFREAT, I s KPUER) , AR E AT L iR R R

M. FEERFW
1. Jiiki DNA [f)f &

For Research Use Only 6



Order: order@enogene.com Support: service@enogene.com Web: www.enogene.com

A8 FH i L 1) TRE DNA A B Qi s i) B R 32 . O TORIER IS 455, @ SO SREU FTRE DNA
(1 st AN EEREAT AT I . DNA 25 5t (bg/mL)=50% (260 nm (15240 x Fike £ 4, 53 #ME I A5 ki DNA 7E 260nm
1 280nm ) OD A il (OD260/0D280) filith % IE {14l A, OD260/0D280=1.8 #iH] DNA A4l %L
o
2. FEYRYNHER
Y AR BOE e F R SO IR R 3, HER AT HAE 5 LA A AR R AT e e 1%
3. My R m

7E EnoGeneFec™ 2200 F DNA JE 5 Yo 5 &4 (i FE P AR ID IV
4. EnoGeneFec™ 2200 ] &

T IRE T O YRR, TR M S A 70%-90% 2 [N IAEA, FIIE I TR 7E EnoGeneFec™
2200 (WD I DNA (g =1:1-5: 12 Ak fEME]. EnoGeneFec™ 2200 (W) : DNA (pg) MIHEFE
Pl 2 0 1805: 1o XFF—MedipE, 2. 1 BIn] kA ARFE YR s 0F FRouess Yoo 4, AR 5: 1.

H. F
EnoGeneFec™ 2200 LA 1 ug/ nl i EERAATE L3, fRIFAE 4°C. HiEiaHi.
PRI —&F

For Research Use Only



