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The Tolerance of Human Epidermal Cells to Trypsinization in Vitro*
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ABSTRACT Objective: To observe the tolerance of human epidermal cells to trypsinization in vitro. Search for new method of sep-
arating and purifying epidermal cells according to the different adherent time, and investigate the tolerant cells express the markers of
stem cells, and the correlation with muse cells. Methods: The single epidermal cells were obtained by separating the epidermis from a
foreskin, then liberating single cells from the epidermis. In these procedures, the dispase II and trypsin were used respectively. The ob-
tained epidermal cells were resuspended in 0.25% trypsin solution and then seeded in 12-well dishes in density of 3.0x 10° cells /ml.
Each well was neutralized by bovine serum at different time points, with an interval after every half an hour or one hour, up to 46 h. To
record the time of different cell attachment, and observe the growth state of cells. The adherent cells at 7th day after seeding accepted im-
munocytochemical staining with the antibodies of Nestin, Sox10, respectively. Results: With prolonged trypsinization, the adherent cells
decreased, the time to attach to wells prolonged. The earliest adherent cells in all wells were dendritic cells, which proliferated slowly at
first, then rapidly after 4 days. At the tenth day, some cells arranged in patterns resembling schools of fish. Some cells showed positive
stainings with antibodies of nestin, sox 10, respectively. Conclusions: Human epidermal cells could be tolerant to trypsogen for 46 hours.
According to the shape of cells, the earliest adherent cells were melanocytes with strong proliferation ability, other than keratinocytes.
Some cells showed positive markers of stem cells.
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Fig.1 Culture for 3 days after being trypsinization for different time
With prolonged trypsinization, the adherent cells decreased, and adherent
keratinocyte decreased.1-a: trypsinization for half an hour, more adherent
keratinocyte than melanocyte; 1-b: trypsinization for 5 hours, the main
adherent cells are melanocyte;1-c and 1-d: trypsinization for 18 hours and
30 hours respectively, the adherent cells decreased, and all are melanoytes.
(x 100)
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Fig.2 Culture for different time after being trypsinization for different time
2-a: culture for 3days, all the adherent cells are melanoytes; 2-b: on the 7%
day ,a small group of keratinocyte show up; 2-c: on the 10th day,
melanocyte and keratinocyte proliferated fast, among the melanocyte ,
included some keratinocyte groups; 2-d: on the 10th day, part of

melanocyte arranged in patterns resembling schools of fish.(x 100)
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Table 1 The type and quantity of attached cells on different time point after being nutrilized the trypsinization role to human epidermal primary cells (+:

stand for attached cells ,the more '+, the more cells; -: no attached cell)

24" hour 48" hour 7" day
Time for . . .
(neutralized) (neutralized ) (neutralized )
Trypsinization (hour)

MC KC MC KC MC KC
0.5 ++ +t +t Aok Aot ot
2.0 ++ + +t ++ Aot A+t
4.0 + ++ + A+t ++
18 + - ++ +
29 +
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AN R B 5 (B 3-b).

3-a:Nestin Hiff &40 2 A5 &, WAR A PR £ E AR ; 3-b: Sox10
HRZ e, B LAAESEPEIE( x 200 %)
Fig. 3 Culture for 7 days, after being trypsinization for 18 hours,
immunocytochemical stain
3-a: antibody of Nestin: the cells present brown, the bipolar cells more

obvious; 3-b: antibody of Sox 10, part of the cells weakly positive( x 200)
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