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Abstract Objective: This work aims determine the expression of the neurotensin (NTS) gene in hepatocellular carcinoma (HCC)
subgrouping using immunohistochemical staining (IHC) as well as to evaluate the correlation between the activation of NTS/IL-8 pathway
in HCC and inflammatory response in microenvironment and epithelial mesenchymal transition (EMT) in cancer and in the prognosis of
patients. Methods: Tumor tissues and corresponding adjacent normal tissue were collected from 64 cases of HCC patients. The expression
levels of NTS protein and multiple inflammation and EMT-related proteins, including IL-8, VEGF, MMP9, CD68, E-Cadherin, $-Catenin,
and Vimentin, were examined in 64 cases of paraffin-embedded HCC tissues using the immunohistochemistry (IHC) staining method. The
clinical outcome and overall survival (OS) among 64 cases of HCC patients were compared. Results: We found that the frequency of
NTS-expressing tissues among all HCC samples was 17.19% (11/64). Significantly increased IL-8 protein was confirmed in 90.91% of NTS'
HCC samples and was positively correlated with the levels of NTS protein in cancer tissues (P=0.036), which implied the dysfunctional
activation of NTS/IL-8 pathway in HCC. The levels of VEGF and MMP9 were significantly correlated with the co-expression of NTS and
IL-8 in HCC. Evident features of EMT, including decreased membrane expression of E-Cadherin and increased accumulation of cytoplasmic
B-Catemin and Vimentin, were found in NTSTL-8" samples. The co-expression of NTS and IL-8 in cancer was significantly correlated with
the clinical outcomes of patients, as the mortality rate of NTS TL-8" HCC patients is 2.5-fold higher than that of others after surgery (P=0.022).
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Accordingly, the OS of NTS'TL-8" HCC patients significantly decreased (24.65+4.45 m vs. 75.79+£16.32 m, P=0.013), and these patients are
at a higher risk of death at an expected hazard ratio (HR) of 3.457. Conclusion: The NTS/IL-8 pathway is dysfunctionally activated in a

subgroup of HCC samples. Highly expressed NTS is associated with increased inflammatory response in microenvironment, enhanced EMT

in cancer, and worse prognosis in HCC patients.
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Figure 1  NTS/IL~8 pathway group detection in 64 cases of HCC tissues using the IHC staining method (IHCx100)
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Table 1 Effect of different clinical and pathological parameters on the survival of 64 HCC patients  (months )
Variable Group Estimated mean survial (95% confidence interval ) X P
0 39.27(34.73-43.80)
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0 27.15(21.40-32.89)
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1 70.90(41.08-100.76)
1 36.94(28.43-45.45)
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0 75.395(43.55-107.24)
NTS level 4.444 0.035
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0 36.88(32.19-41.56)
11-8 level 1.062 0.303
1 60.97(33.40-88.54)
0 75.79(43.81-107.78)
Co—expression of NTS and 1L-8 6.416 0.011
1 24.65(15.94-33.36)
0 61.61(24.28-98.95)
VEGF level 0.031 0.861
1 35.78(29.61-41.94)
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CD68 level 1.905 0.168
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