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Abstract

Objective: To investigate the different activities of oral mucosa keratinocytes with different sensi-
tivity to trypsin in vitro culture, and to screen the oral mucosa keratinocytes with the most proli-
ferative ability. Methods: Oral mucosa keratinocytes were cultured in vitro. During the passage,
0.25% trypsin was used to digest the cells. The cells separated from the culture plate after 4 min, 5
min and 6 min were collected and divided into groups A, B and C. The proliferation ability of cells
was measured by CCK8 method. Results: Group B reached the logarithmic stage of growth the
fastest, the cell proliferation ability was the strongest, and the cell colony formation rate was the
highest, compared with other groups, P < 0.05, the difference was statistically significant. Conclu-
sion: During the passage of oral mucosa keratinocytes, the active keratinocytes could be obtained
by inoculation and culture after 0.25% trypsin digestion for 5 min.
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1.5

IGAR b, M YIRR. ISRARSE . T ERIBR K005 56 R 36 i BOR TR R RS0, anfal jie
DME R IR BRI, AT, R4 SRR A IO B2, SR S G Gl = 1 1)
FrauiE RN HN TR E 2 HL], HEFEAILgn(Oral Keratinocytes) &4 rHFIE 5 RE 116 IR,
[F) B T B “Haiflick HRER ” . 403 5 A 71 bl A AL AR E 1S 2 MR AIK[2], BRFER B, AWt b
Ji R A A A PR PR 5 A4 R [3] [4] P14 1 s B A AL AR AR AR IR B 2, B3 T-A0RRRTE 72 0 R B [5), 1F
R FAEH R[6], MG T4 75 T SR A0 M7 7 3R B4t e J B [8], 2 TG 40 Mu 1) 2 B
PE[9], JE I RRG T4 3RAG D R MRt 1 — @ 2R [10] [11]. ESRIT LA PR I i 66 A A 4t
WUAH DRI FU iR 22 [12], R Anqrr 3R A5 38 B A 77 11 171 s 80 M58 7 A0 At i A 6 IR TE [ 13], w7 128 H 189 58 R 7
TR 1 0 A AL RO A A SO T o A SIZIG (12 368 ok il B 1 A P A 0 V4 LA T ) SR G 1S 3 7
JIEER A AR, AT 1 0 S A A 20 B R A DGt e P b A LI BB RE 0 1 “ P40

2. MEANTEE
2.1, ¥

1) AMRIT: BRRER A SRS B AT 0 D s AL R B R 2021, 22 g i i AL B A5 A A
2) FEGFES : B 1§ (HyClone, 3£ ), M40 s 72 (KSFM, Gibico, £ [H), Dispase (Stem
Cell, 3£H), Cell Counting Kit-8 (CCK8), M+ {X(BIO-RAD, 3%£), fIE B (Olympus, HZA).
2.2. Hk

22.1. EEfRMmRERIEFEAER
TEBFH MG FRMATEE N, oW PSR R AR B G DI BRI P RR B, S FER <30 % . ¥
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R 2 2 I UPL(7 B R IR 100 U/ml, BERE 29K E N 0.1 mg/ml) i) PBS VAW & i 7~8 Ik
Biibis gy, SRJE AR EEA 1 mg/ml (1) Dispase H £ I 2 ml, 4°C &1 T Ab#E 16~18 h [14]. FHEETH4
S R ARG B S MR E LR R ER R, R B JE 10 b2 R IR R BT BT 0.5 x 0.5
mm KN ERAZY, IR S TH A (0.25%)k 2 . 0.02% EDTA = 1:1) T 37°CHR%H 1L 6~9 min.
IS B A 1005 1R PR 2B Ak, FIWRE WCHT A B 40 i 2 . 1000 rpm 2502 5 min 3% L%, H KSFM
HARIFEIIAISTUING, 2 mI/FL, K 2cE DL 20 Bl 5 77 L B 40 M i 7540 8595 1, RIS DB R iR A
A R I AR B [15] o ARARET LA 1:6 LUIAEAR, I g 23 793 46 4 min (A 41). 5 min (B ZH). 6 min
(C #H) 5 40, 1L 1000 rpm 5.0 5 min, A0 12 ml KSFM 5532 5 8 B I SFUR, 2 mi/AL.

22.2. BIEBREUNER MM

TEBE BB T RIS AL By C. =AMl RE A KGN, 0L E=HMEER 1 B G 8 R
AR FLH I AETE 5, ¥ 50 MR E AN BSR4 o — MRV, @i DU R A T AN RSETE T U 7 2K,
BEVRILRUE 4y % = SRV 0/A5 R 1 B 20 i AN 30 x 100%.
2.2.3. YMAmIETERE S8R (Cell Counting Kit-8)

Aricohy AL By C =4 BB A AL A i R 4n e 8m, N 96 FLAR, el 3 AN AL, LK
NN 3 x 103 ML, 7E4EFL P4 24 h I 10 ul CCK8 iR 7, # 4o 1 h J5 I E = 440 fe
450 nm P K[ OD fH, a2l 1~6 KA A K k.

224, GitE*k
PRALREAR T K301 SPSS19.0 it A T HZE R, P<0.05 NEFAGTHHE .

3. &R
31 BIEERRENE

FHAMBEEE R G A, Hrh B HANREE LR E 5% Hm, A, C b EgiuEE .
AEEVE TR A 4 R B 9 1 B, B AR SR AN AR VR T i %2, 19 2 78 B 4N BEE VR T R B i
HAbHEH L P<0.05, A EREEER.

Figure 1. The adherent growth of cells in group B is better than that in the other two groups, and the formation of cell colo-
nies was the largest
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Figure 2. Analysis of the percentage of cell colony formation in each group, *P < 0.05)

2. EAMBETER B E 5 EASHT(-P < 0.05)
3.2. RLAYHRRIEIERE

CCK8 iz R n i 3 fizn, B 41 OD {EAELNEAEZE 24 h JEWlE m T e, ERMES 4 R
BEAGSHUERIY], AR 5 RE ) L AR 2 B 05 .
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Figure 3. Cell proliferation ability and growth curve
3. YHREIETERE I R A K thik
4. i+1ig
I R0 I A P 200 55 577 ) 200 LSR8 2 2 A e N AR R I AR 80 68 b f2 [16] [1713RAE A o TR [18]
[19] HRUIAIS ZREX[20] 11 Jes R 1 AR A0 4 i A A ZA BB IR0 [20) S AR i . ZH 2R Rkt TR
P SR ARA A 5 IR N () 4G, HIF AR — B QU A A€ B DA 22 By 2 e Y T A2 0K e e
YpE[22], ASERE S B AVEIAIERAG 1 O R A LA, AR AT AR ORI, TR F AL PE 4
min f5 f AT DS A B RE TR AL, 15 B L SR AN o R B O U, AT LR HAE 5 min i SR R,
AT EEAAEAE 6 min A S EE IR 2 ILEVRIRES o FEMALAEE IR e b, A7 L] Bk £ 1 g AR P A i
CA MBI IR M 28RS, IR SRR AR E ] IR, B m gl R i 2R s e,
Wi 3k — 20 A A AE A S Ja SERIE S RE 0. ARuB b, v CAS X S i v 1, e o S A SRV
KL, HPERAMIER 5 min JEIRAFHIA0M, FANMIAR T T 7> 2, Ul A PR A 4 A
SR, PRI H) A 58 A UG B A A, R PRos G M T SRR AR (B 1)l CCK8 Al 440 i 1) 14 5
RSB, SIREEEEIER] 5 min 53R4T 40 AT us b 240 Mo B ], g 5E aE ) b A 20 5
o
Jok 2 Bl M IKEE Y DI, ORRS R A 2R IR B B AT S R K E I, TR AR . R H .
YR FURIRE S KR 2 KBRS R . Walia [23] 05 R 4R i 2 11 T Ao 7L e 4 R ] PR A [R] 3R 45 17
P AN 3] AR 2L B 200, H xR Y 1 4 L SR e 7 2 il IR T 2L 1 80 24, Ui Wi
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