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Trypsin
Versene (ml of 0.05% Growth

Surface Area Seeding Cells at (ml of 0.53 mM tryspin, 0.53 mM Medium
(mm2) Density Confluency1 EDTA) EDTA) (ml)

Dishes

35 mm 962 0.3 3 106 1.2 3 106 1 1 2

60 mm 2,827 0.8 3 106 3.2 3 106 3 2 3

100 mm 7,854 2.2 3 106 8.8 3 106 5 3 10

150 mm 17,671 5.0 3 106 20.0 3 106 10 8 20

Cluster Plates

6-well 962 0.3 3 106 1.2 3 106 2 2 3–5

12-well 401 0.1 3 106 0.4 3 106 1 1 1–2

24-well 200 0.05 3 106 0.2 3 106 0.5 0.5 0.5–1.0

Flasks

T-25 2,500 0.7 3 106 2.8 3 106 3 3 3–5

T-75 7,500 2.1 3 106 8.4 3 106 5 5 8–15

T-160 16,000 4.6 3 106 18.4 3 106 10 10 15–30

Useful Numbers for Cell Culture

There are various sizes of dishes and flasks used for cell
culture. Some useful numbers such as surface area and 

volumes of dissociation solutions are given below for various
size culture vessels.

1The number of cells on a confluent plate, dish, or flask will vary with cell type. For this table, HeLa cells were used.

Buffered salt solutions for cell culture can be divided into two
principal types: those designed to equilibrate with atmospheric
conditions, and those designed to equilibrate with a gas phase
containing 5% to 10% carbon dioxide. Media utilizing Hanks’
salts are designed for atmospheric equilibration, based upon
the physiologically relevant pKa of phosphoric acid. These
media contain bicarbonate ions for carboxylation and similar
biological processes (1). Use of Hanks’ salts in a CO2 incubator
will result in a rapid drop in pH of the culture medium. This
will cause the phenol red indicator to turn yellow.

Media based on Earle’s salts are buffered with a bicarbonate/
carbonic acid system and rely upon the physiologically relevant
pKa for carbonic acid and the equilibration of gaseous and
liquified carbon dioxide to maintain the pH in a CO2
equilibrated incubator (1). Use of Earle’s salts in atmospheric
conditions will result in a rapid rise in pH of the culture
medium. This will cause the phenol red indicator to turn purple.

1. Jayme, D.W. and Blackman, K.E. (1985) Adv. in Biotechnol.
Processes 5, 9.

Buffer Systems for Cell Culture


