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Abstract: [ Objective] To observe the biological characteristics of CD133 positive cells derived from cutaneous squa-
mous cell carcinoma (¢SCC), and to investigate the mechanism of self—renewal of cancer stem cells (CSC) and the malig-
nant behavior in ¢SCC. [ Methods] The flow cytometry was applied to purify CD133" cells and CD133" from cutaneous squa-
mous cell carcinoma cell line Colo—16. The effects of CD133 on the cell proliferative, self renew and migratory activity of
two group cells were detected by MTT assay, Sphere formation assay and Transwell assay. Western blot and quantitative flu-
orescent PCR were performed to investigate the expression of cancer stem cell associated gene CD44, OCT4 and SOX2 in
two groups of cells. Examined the expression level of CD133 in actinic keratosis, squamous cell carcinoma in situ and ¢SCC
by immunohistochemistry. [Result] The CD133* Colo—16 cells exhibited significantly stronger proliferation, self-renewal and
metastasis ability (P<0.05) and present higher level protein and mRNA expression on CD44, SOX2 and OCT4 (P<0.05).
In addition, the expression level of CD133 was dynamic rise during the continuous evolution of actinic keratosis, squamous
cell carcinoma in situ and ¢SCC. [ Conclusions] The expression level of CD133 may be related to the tumorigenesis of ¢SCC
and the malignant behavior including proliferative, self renew and migratory activity, and CD133" ¢SCC cells show the
properties of cancer stem cells. The occurrence and development of ¢SCC may be related to the CSC, which express CD133.
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Table 1 Primer sequence of PCR reaction amplification

Genes Upstream and downstream primer
CD133 5'-CCTCTGGTGGGGGTATTTCTT-3’
5'=AGGTGCTGTTTCATGTTCTCC-3’
CDh44 5'=-GTGATGGCACCCGCTATGTC-3’
5'=AACCTCCTGAAGTGCTGCTCC-3’
0CT4 5'=ATGCATTCAAACTGAGGTGCCTGC-3’
5'-CCACCCTTTGTGTTCCCAATTCCT-3’
SOX2 5'-CCTCCGGGACATGATCAG-3’

5'-TTCTC-CCCCCTCCAGTTC-3’
GAPDH 5'-TCGTGGAAGGACTCATGACC-3’
5'-GCAGATG-GTCGTTTGGCTGA-3’
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Fig.1 Proliferation ability of two group cells was

measured by MTT assay in vitro
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Fig.2 Self renew ability of two group cells was measured by sphere formation assay in vitro
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Fig.3 Migrated ability of two group cells was measured by Transwell assay in vitro
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A': The protein expression of CD133, CD44, OCT4, and SOX2 in CD133" group and CD133" group, 1)P<0.01; B: The mRNA
expression of CD133, CD44, OCT4, and SOX2 in CD133" group and CD133" group, 1)P<0.05.
El4 FHEMMTEHEXERZESM mRNA BRIAER
Fig.4 The protein and mRNA expression level of cancer stem cell associated gene CD44, OCT4, and SOX2 in
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two groups of cells
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A': The high expression of CD133 can be seen in atypical hyperplasia cells that close to the basal layer of actinic keratosis, orig-
inal magnification X400. B&C: In Bowen's disease, except which is close to the basal layer showed high expression, high expression
of CD133 cells can be showed polar upward differentiation and cluster formation , original magnification, X400.

El5 CDI33ZEHXMERURBRMRFARPHRE

Fig.5 The expression level of CD133 in the tissue of actinic keratosis and Bowen’s disease

A': Actinic keratosis; B: Bowen's disease; C: ¢SCC; Original magnification, X400 éP
6 AR CD133 7 B F LR 8RR IR BHIR AR A R PR RIEER
Fig.6 The expression level of CD133 was measured by immunohistochemistry in the tissue of Actinic keratosis, Bowen’s
disease and ¢SCC
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Table 2 Results of artificial enumeration of CD133 expression in Actinic keratosis, Bowen’s disease and ¢SCC tissue

[n(%)]
Group (grade)
Di i Total A k
iagnosis “(0-D) +(233) 2 (45) 2 (6-7) ota verage ran
Actinic keratosis 4(22.2) 14(77.8) 0 0 18 14.56
Bowen’s disease 0 9(60.0) 5(33.3) 1(6.7) 15 25.13
c¢SCC 0 4(50.0) 2(25.0) 2(25.0) 8 27.75

H=13.458, P=0.001
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