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tion of the biocompatibility of AP-SF membrane by CCK-8 and live cell staining. Alkaline phosphatase staining
(ALP) and alizarin red staining ( ARS) were used to detect the osteogenic differentiation of rBMSCs in each group.
Results
with a solid content of 10 : 9 had the strongest wet tensile performance, reaching 8. 46 MPa. The CCK-8 and live

AP was successfully extracted from AS, and the membrane prepared from a mixed solution of SF and AP

dead cell staining test results of the AP-SF membrane showed no significant difference compared to the blank group
and SF group, indicating that both membranes had good biocompatibility. The ALP test and ARS results indicated
that AP-SF membrane had a more significant ability to promote osteogenic differentiation of rBMSCs compared to SF
membrane. Conclusion The prepared AP-SF membrane has both good mechanical and biological properties, and
has certain clinical application potential.
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Fig.1 he expression of HK2 in prostate tissue and cell lines

A: Immunohistochemical staining of HK2 in benign prostate tissue, low-grade prostate cancer tissue and high-grade prostate cancer tissue x100; B:

H-score of HK2 expression in human prostate tissue; C: HK2 expression in normal prostate tissue and prostate cancer tissue interrogated from TCGA data-

set; D: Western blot showed HK2 expression in indicated cell lines; * * P <0. 01 vs Benign group; *P <0. 01 vs Low-grade group; P <0. 01 s Nor-

mal group.
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Fig. 2 Correlation analysis of the H-score of

HK?2 expression and PSA levels
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Tab.1 Clinical information of investigated patients
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TOou|
P (HK2) (years) (ng/ml) score metastasis metastasis
HK2 low expression 10 144.00 £26.33 68.80 £5.59 8.83 +2.27 6.60 +0.52 0 0
HK2 high expression 10 261.00 +34.79 70.50 £7.58 60.64 +58.83 8.50 £0.71 5 (5/10) 1 (1/10)
t/)(2 value 8.48 0.57 2.78 6.86 - -
P value <0.01 0.58 0.02 <0.01 <0.01 0.30
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Fig. 3 The effect of HK2 on cellular proliferation of prostate cancer
A; The level of HK2 in HK2-overexpressing LNCaP cells detected by Western blot; B: MTT assay showed cell viability of LNCaP cells with or with-
out HK2 overexpression; C: Western blot showed HK2 levels in knockdown HK2-expressing PC3 cells; D: MTT assay showed cell viability of PC3 cells
with or without HK2; ** P <0. 01 vs Ctrl group; *P <0.01 vs shCtrl group.
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Fig.4 The effect of HK2 on tumorigenesis of prostate cancer
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Fig.5 The effect of HK2 on glycolysis of prostate cancer cells

A: Scheme showed metabolic flux of glucose metabolism; B,C: Bar plots showed cellular glucose and lactate levels under indicated conditions; D

Glucose tracing experiments showed labeled lactate in indicated cells; * * P <0.01 s Ctrl group; *P <0. 01 vs shCtrl group.
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Hexokinase 2 promotes tumorigenesis of prostate cancer

through enhancement of glycolysis pathway
Xu Lingfan, Ding Hekang, Shi Haoqiang, Yang Cheng, Tai Sheng
(Dept of Urology, The First Affiliated Hospital of Anhui Medical University, Hefei 230022)

Abstract Objective To investigate the biological functions and regulatory mechanism of hexokinase ( HK2) in
driving tumor initiation and development of prostate cancer. Methods Immunohistochemical staining was employed
to assess HK2 expression in benign prostate tissue and prostate cancer tissue. Correlation analyses were performed
to elucidate the association of HK2 expression and clinical factors. Western blot analyses were employed to assess
HK2 expression in prostate cancer cell lines. Cellular viability was assessed using the MTT assay. In vivo tumori-
genesis ability of HK2 was evaluated using xenograft animal models. Glucose flux tracing was conducted through i-
sotopic analyses in prostate cancer cells. Results HK2 expression was elevated in prostate cancer tissues compared
to benign prostate tissues (P <0.05). HK2 expression was positively correlated with Gleason Score, prostate-spe-
cific antigen (PSA) levels and the presence of metastases (P <0.05). Overexpression of HK2 enhanced cell pro-
liferation in vitro (P <0.01). Knockdown of HK2 decreased tumorigenesis in vivo. HK2 augmented metabolic ac-
tivity of glycolysis pathway in prostate cancer cells( P <0.05). Conclusion HK2 facilitates tumorigenesis in pros-
tate cancer by upregulating glycolytic activity.

Key words prostate cancer; hexokinase 2; glycolysis; cellular proliferation; immunohistochemical staining; iso-
topic tracing

Fund programs National Natural Science Foundation of China ( No.82272886) ; Natural Science Research Pro-
ject of Anhui Educational Committee ( No. 2022AH030118 ) ; Research Project of Anhui Provincial Institute of
Translational Medicine ( No.2022zhyx-C37)

Corresponding author Xu Lingfan, E-mail. ayfyxlf@ 163. com



