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Comparison of cell adhesion using CELLAZIP™ and Poly-D-Lysine
pre-coated plates

[Introduction)

Cell detachment during the staining process can result in the loss of image data, leading to rework. In this
study, HEK293 cells were cultured in CELLAZIP™ pre-coated plates or in a competitor’'s plates pre-coat-
ed with Poly-D-Lysine, andcell detachment after staining was compared between the two coating re-
agents. CELLAZIP™ is a plate coated with Zeon's proprietary material that enables storage of the plates
at room temperature for up to 12 months before use.

[Methods]

HEK293 cells suspended in culture medium were seeded at 20,000 cells per well in sterilized CELLAZIP
™ 96-well plates or a competitor’s plates pre-coated with Poly-D-Lysine, and cultured overnight in an incu-
bator at 37°C with 5% CO-. Cells were fixed by adding a fixation solution and incubating for 15 minutes
at room temperature. After two washes with D-PBS(-), a membrane permeabilization buffer was added
and incubated for 5 minutes at room temperature, followed by two additional washes with D-PBS(-). with
D-PBS(-). Blocking solution was added and the plates were incubated at room temperature for 1 hour,
then washed once with D-PBS(-). F-actin staining solution (1:400 dilution in diluent) was dispensed into
each well, and the plates were incubated for 30 minutes at room temperature. After three washes with
D-PBS(-), F-actin staining (green) was imaged using CQ1 (4 X objective lens, 4 fields per well, single
Z-slice) to assess cell detachment* during the staining process (Table 1, Fig. 1).

*All dispensing and aspiration during staining were performed from the side of the well wall.

Table 1. Cells, reagents, and imaging device

+ CELLAZIP™ 96-well plates

Flates + 96-well microplates pre-coated with Poly-D-Lysine (competitor’s product)
Cell culture Cells HEK293 (#85120602, ECACC)
Medium DMEM (#08458-45, Nacalai Tesque) + 10%FBS (#172012-500mL, Thermo Fisher Scientific) + 1%
Penicillin-Streptomycin Mixed Solution (# 26253-84, Nacalai Tesque)
Fixative 4% paraformaldehyde in phosphate buffer (#09154-85, Nacalai Tesque)

Membrane permeabilization buffer | 0.5% Triton X-100 (#35501-02, Nacalai Tesque) in D-PBS(-)

Staining Blocking solution Blocking One Histo (#06349-64, Nacalai Tesque)
F-actin staining solution Alexa Fluor™ 488 Phalloidin (#A12379, Thermo Fisher Scientific, 400X stock solution in DMSO)
Diluent Blocking One Histo , 20X dilution with D-PBS(-)
Imaging device Confocal quantitative image cytometer CellVoyager CQ1 (Yokogawa Electric)

Imaging and

analysis

Image analysis software CellPathfinder (Yokogawa Electric)
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Fig. 2 Cell detachment during the staining process
HEK?293 cells, F-actin (green), 4 X objective lens, 4 fields per well

[Results and Discussion]

Although dispensing and aspiration during the staining process were carefully performed from the side of the
well wall, imaging with CQ1 after F-actin (green) staining revealed that cell detachment in the center of the
well occurred in the competitor’s product. In contrast, no such detachment was observed on plates coated
with Zeon's proprietary ZIP-coating. These results indicate that HEK293 cells adhered well to the ZIP-coat-

ed 96-well plates (Fig. 2).

*This product is for research use only. Not to be used for diagnosis,
treatment, or direct use on human body
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