ver. 201601

CHZF CHIHE] ARAROY| XX
Transfection A|2k} HHX| 7t RS

=in-One Kit ) i ¥

CHOgro® Expressmn System\‘cOde MIR 6260)

- MOl ZHH: CHE THUE Hitof| 2 M Z2EE HZ Mirus.
_ _ _ ——
+ Cell clumping 10| 2ot THH A el B =2 viability &

l‘.HUgro"‘ EXDI’ESSIOH Mer'

- Animal origin free, hydrolysate-free

« CGMP (ZH|QJUZE ZE! 7|X) ZHOY|A] AlAL o kgl
2and Prod. No  MIR 6200
e — LotNo. 51034290
Hmsmmz::zon B Dste:  AUBZ2015 i =l
ot M For RED a0d trter manutcturing use «
:n\dn:‘ 51034290 o omagn / . s -
& b, Date: NB2016 i +1608441 25 ,/“‘ v,
o RED and el m‘"“;g;:m ? { /" 7
w"wﬁuamzssz M‘O o J
“'us. oy~ f | :
14 g el ;
Poloxamer o Us. wt”
] P 0 188, 10% Solution o T L
TransiT-PRO® Transfection Reagent 1 ml ! — "
. . L-Gi »
CHOgro® Expression Medium 10X 2 Cam | St e
. f i w
CHOgro® Complex Formation Solution | 100 me ey 7
Poloxamer 188 100 mo —
L-Glutamine 100 mo

100 —— CHOgro® Cell Density 160
g0 —=— FreeStyle” CHO Cell Density B CHOgro® Expression Medium
5 12 . CHOgro® Viability 140 A M FreeStyle” CHO Expression Medium
@ 80 FreeStyle™ CHO Viability o
= 120 4
z 10 0 @ Sy,
8 < 2 100 4 S S
2 £ g sy
T s 60 3 2 NN
s L o 80 . S
£ 0 g =)
E 6 40 :\: 60 o
E 4 30 > 40
c =
S 20 g 20 4
s 2 S
10
0 0 TransIT-PRO® (1:1) FreeStyle” Max (1.25:1.25) 25kDa Linear PEI (6:1)
1 2 3 4 5 6 7
Day post seeding
‘ Figure 2. CHOgro® Expression Medium yields multi-fold increases in antibody titer. Human
Figure 1. Suspension CH(? cells grow to high density in the CHOgro® Expression Medium. Trip- IgG1 was produced by transient transfection using TransIT-PRO® (1:1), FreeStyle” MAX
licate flasks of FreeStyle™ CHO-S cells were seeded in CHOgro® Expression Medium (red line) (1.25:1.25) or 25kDa linear PEI (6:1) transfection reagents according to the manufacturers’
or FreeStyle™ CHO Expression Medium (blue line) at a cell density of 0.5 x 10° cells/mt. Cell or published protocol (reagent:DNA ratio). FreeStyle™ CHO-S cells were transfected using 1jg
counts (solid line) and viability (dotted line) were measured daily using a Guava easyCyte plasmid DNA per milliliter of culture and cell densities of 2 x 10° cells/m? or 1 x 10° cells/me for
5HT flow cytometer. the CHOgro® Expression Medium (red bars) or FreeStyle™ Expression Medium (blue bars). An-

tibody levels were also analyzed from day 6 clarified supernatants using a human IgG ELISA.
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Figure 3. Media exchange leads to higher protein production.
FreeStyle™ CHO-S cells were cultured in FreeStyle™ CHO Expres-
sion Medium or CHOgro® Expression Medium and 24 hours prior to
transfection a subset of the cells grown in FreeStyle™ CHO Expres-
sion Medium were spun down and exchanged with 100% fresh CHO-
gro® Expression Medium. The cells were allowed to grow and adapt
for 24 hours prior to transfection with FreeStyle™ MAX or Tran-
sIT-PRO® transfection reagents according to the manufacturers’
protocol and a hlgG1 encoding construct. (A) Workflow schematic
of media exchange of CHO-S cells from FreeStyle™ CHO Expression
Medium to CHOgro® Expression Medium (black arrow) or the nor-
mal CHOgro® Expression System (red arrow) (B) Day 6 supernatants
Transfection Reagent: | Freestyle” Max| TransiT-PRO® | TransiT-PRO® | TransiT-PRO® were clarified and analyzed using a human IgG ELISA. Data is nor-
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TransIT-PRO® Transfection Kit (code Mir 5700)
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Figure 4. Achieve high antibody titers using the TransIT-PRO® Transfection Kit. Human IgG1
was produced by transient transfection using TransIT-PRO and PRO Boost Reagent, 25kDa
linear PEI or FreeStyle™ Max transfection reagents according to the manufacturers or pub-
lished protocol. Transfections were performed using 1ug plasmid DNA per milliliter of culture
and 0.5 x 10° cells/m at the time of transfection. FreeStyle™ CHO-S cells were cultured in 20
m of FreeStyle™ CHO Expression medium in 125 ml shake flasks. Day 3, 5 and 7 supernatants
were clarified and analyzed using a human IgG-Fc sandwich ELISA.
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Figure 5. Evaluation of EGFP-C3 protein expression level upon transient transfection with
different reagents. EGFP-C3 protein expression per viable cell at 37 °C & 32 °C.

[21€ =&. Evaluation of transfection methods for transient gene expression in Chinese
hamster ovary cells. Sou S, et al. ABB, 2013 Dec. Vol. 4.]
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Figure 6. Plasmid DNA exhibits high transfection efficiency after treatment
with the MiraCLEAN® Kit. COS-7 cells were transfected with 2 pg of plasmid
DNA and 2 W of the TransIT®-LT1 Reagent in 6-well plates. Cells were har-
vested at 24 hours post transfection and assayed for luciferase expression.
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- Label IT® Plasmid Delivery Control, Cy® 3 (Code MIR 7904)
« Label IT® Plasmid Delivery Control, Fluorescein (Code MIR 7906)
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