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trypsin digestion; KC were identified using immunofluorescence method cell growth status was observed under mi—
croscopy different seed plate times and densities were designed and cell proliferation viability was detected by
CCK-8 EdU and high connotation method. Four adult mouse KC differentiation was detected by Western blot. Re—
sults  Trypsin digestion was used to extract four strains of adult mouse back skin KC and the Kunming ( KM)
mice had the lowest number of KC and C57BL/6 to extract the highest number of cells for the same area of skin tis—
sue. BALB/¢c KM and nude mouse had higher platedaying efficiency at a density of 8 x 10° /well respectively
and C57BL/6 had higher platedaying efficiency at a density of 1. 6 x 10* /well. Among the four strains of mice the
primary KC of BALB/c mice was weaker than that of C57BL/6 mice and there was no statistical difference in the
degree of differentiation. Conclusion The proliferation and differentiation capacity of four adult mouse primary KC
on the dorsal skin is successfully isolated and compared by a simple and easy method which provided a certain ex—
perimental basis for the strain selection of mice with skin—related diseases.
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the Inc-CCDC1174 expression vector and knockdown vector were constructed and transfected with HN6  SCC9
CAL27 cells CCK-8 method cloning and formation to verify the proliferation of tongue squamous cell. Results
LncRNAs positively regulated by c-Myc were initially screened by gene chip technology. After overexpression or c—
Myc knockdown in tongue squamous cell HN6 these IncRNAs were verified to be consistent with the results of the
chip and the expression difference of Inc-CCDC117- was found to be the most significant. qRT-PCR test showed
that c-Myc had a positive regulatory effect on Inc-CCDC1174. When c¢-Myc was overexpressed the expression of
Inc-CCDC1174 could be significantly up—regulated. Inc-CCDC1174 expression was significantly down—regulated by
c¢-Myc knockdown. Dual luciferase reporter genes showed that c-Myc could target the regulation of Inc-CCDC1174
and c-Myc was involved in regulating and enhancing the transcriptional activity of Inc<CCDC1174. Inc-CCDC117-
1 mainly existed in the nucleus of the cell. qRT-PCR results showed that the expression of Inc-CCDC1174 and c—
Myc significantly decreased by sh-dnc-CCDC117-. The expression of Inc-CCDC117-4 was significantly up-regula—
ted by +Inc-CCDC1174. The results of growth curve assay CCK-8 assay cell scratch assay and cloning forma—
tion showed that overexpression of Inc-CCDC1174 significantly promoted the proliferation and migration of tongue
squamous cell cells while knockdown of Inc-CCDC1174 could inhibit the growth and proliferation of tongue squa—
mous cell carcinoma cells. Conclusion Inc-CCDC117- is positively regulated by ¢-Myc and overexpression of
Inc-CCDC1174 can promote cell proliferation on the contrary inhibit cells growth.

Key words long non—coding RNA; c¢-Myc; tongue squamous cell carcinoma; Inc-CCDC1174; cell proliferation
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Abstract Objective To analyze the expression and immune infiliration levels of the BMP7 gene( BMP7) in e—
sophageal squamous cell carcinoma( ESCC) . Methods Initially in 274 cases of ESCC and 242 cases of normal
tissues the level of BMP7 was verified by immunohistochemistry and the relationship between the expression
difference and the survival cycle and clinical pathological characteristics of patients with ESCC was explored and
BMP7 overexpression plasmid transfection of ESCC cells was established and the effect of BMP7 on the biological
behavior of ESCC cells was examined by CCK-8 Clone and Transwell. Results BMP7 expression in normal e—
sophageal tissues was higher than that of ESCC( P <0.001) the expression level of BMP7 was correlated with the
degree of differentiation of patients( P =0. 006) and TNM staging( P <0.001) and the survival of patients with
high expression of BMP7 exceeded that of patients with low BMP7( P =0.041) and the experiments of CCK-8 and
Clone showed that the proliferation effect of cells in the overexpressed BMP7 group was lower than that of the control
group. Transwell experiments confirmed that the cell invasion migration capacity of the overexpressed BMP7 group
was less than that of the control one. The immune infiltration results showed that BMP7 was positively correlated
with macrophages( P =0. 008) and negatively correlated with y-=3T cells( P =0. 028) . Conclusion BMP7 is low
in ESCC and associated with poor prognosis and immune infiltration levels in patients.

Key words esophageal squamous cell carcinoma; BMP7; immunity; prognosis



