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hormone (GH) adenomas. Methods This experiment was conducted from October 2020 to June 2022. Tumor specimens were
obtained from 34 patients with GH adenomas who underwent surgical resection at Beijing Tiantan Hospital, Capital Medical
University from 2016 to 2020. Immunohistochemical staining was used to detect the expression of DLK1 and GH in tumor
specimens. Rat GH3 cells at logarithmic growth stage were randomly divided into groups A, B, C and D [groups B, C and D were
added with 1, 5 and 20 pw g/ml anti-DLK1 antibody, respectively, and group A was added with equal volume of dimethyl sulfoxide
(DMSO) ] . Cell proliferation assay was used to detect cell viability in each group after 0, 24, 48, and 72 hours of culture. Rat
GH3 cells at logarithmic growth stage were randomly divided into groups E and F (group F was added with 5 p g/ml anti-DLK1
antibody and group E was added with equal volume of DMSO) . After 0, 24, 48, and 72 hours of culture, the level of GH in the
supernatant of GH3 cell culture in each group was detected by ELISA. Rat GH3 cells at logarithmic growth stage were randomly
divided into groups G, H, I and J (groups H, I and J were added with 1, 5 and 20 p g/ml anti-DLK1 antibody, respectively, and
group G was added with equal volume of DMSO) . The levels of phosphorylated p70 ribosomal protein S6 kinase (p—p70S6K) ,
phosphorylated eukaryotic initiation factor 4E-binding proteinl (p—4EBP1) and phosphorylated mechanistic target of rapamycin
(p—mTOR) in GH3 cells of each group were detected by Western blot. Results DLK1 was mainly located in the nucleus of
loose granular tumor specimens and in the cytoplasm of dense granular tumor specimens, while GH was mainly located in the
cytoplasm of loose granular and dense granular tumor specimens. Pearson correlation analysis showed that the DLK1 score of
tumor specimens was positively correlated with the GH score (r=0.550, P < 0.001) . According to the median DLKI score, tumor
specimens were divided into high DLK1 score group (= 110 points, n=17) and low DLK1 score group ( < 110 points, n=17) . The
serum GH of patients, GH score and proportion of dense granular phenotype of tumor specimen in the high DLK1 score group
were higher than those in the low DLK1 score group (P < 0.05) . The cell viability of group B was higher than that of group A after
48 and 72 hours of culture, and that of groups C and D was higher than that of group A after 24, 48 and 72 hours of culture (P <
0.05) . The cell viability of group C after 48 hours of culture was higher than that of group B, and that of group D after 24, 48, and
72 hours of culture was higher than that of group B (P < 0.05) . After 48 and 72 hours of culture, the cell viability of group D was
higher than that of group C (P < 0.05) . In groups A, B, C and D, the cell viability after 24, 48, and 72 hours of culture was higher
than that after 0 hour of culture, the cell viability after 48 and 72 hours of culture was higher than that after 24 hours of culture, the
cell viability after 72 hours of culture was higher than that after 48 hours of culture, respectively (P < 0.05) . After 48 and 72 hours
of culture, the level of GH in the supernatant of GH3 cells in group F was lower than that in group E (P < 0.05) . The level of GH
in the supernatant of GH3 cell culture in group E after 48 and 72 hours of culture was higher than that after 0 hour of culture, the
level of GH in the supernatant of GH3 cell culture in group F after 48 and 72 hours of culture was lower than that after O hour of
culture (P < 0.05) . The GH level in the supernatant of GH3 cell culture in group E after 72 hours of culture was higher than that
after 24 hours of culture, the level of GH in the supernatant of GH3 cell culture in group F after 72 hours of culture was lower than
that after 24 hours of culture (P < 0.05) . The level of p—p70S6K in GH3 cells in groups H, I, and J was higher than that in group
G, while the level of p—p70S6K in GH3 cells in group J was lower than that in groups H and I (P < 0.05) . The level of p—4EBP1
in GH3 cells in groups I and J was lower than that in groups G and H (P < 0.05) . The level of p—-mTOR in GH3 cells in groups
H, I, and J was higher than that in group G, the level of p-mTOR in GH3 cells in groups I and J was higher than that in group H,
the level of p—-mTOR in GH3 cells in group J was higher than that in group I (P < 0.05) . Conclusion DLKI is mainly expressed
in dense granular GH adenoma. DLK1 can inhibit the proliferation of GH3 cells and increase the level of serum GH, and the
mechanism may be related to DLK1 inhibiting the phosphorylation of p70 ribosomal protein S6 kinase and mechanistic target of
rapamycin in GH3 cells and promoting the phosphorylation of eukaryotic initiation factor 4E—binding proteinl.
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Immunohistochemical staining results of tumor samples
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Figure 2 Correlation between DLK1 score and GH score of tumor samples
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Table 1 Comparison of clinical characteristics of patients, GH score and
clinical phenotype of tumor samples between high DLK1 score group and
low DLK1 score group
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Knosp/H 4t (n/N) 1943 0.163
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P<0.05

K572 him

2.5 GH34iffss % B W GHK Y- EH S5FHRE
720, 24 hjG GH3ZM M 7% L3S W GHKF i, 2
BEG I FE Y (P>0.05) ; FAHE 3748, 72 hia
GH34 3% 32 FIE WP GHK AL TEH, XRAY5
iEE X (P<0.05) o B4R 3748, 72 hia GH34H Y
Wik B W GHK - TAAREFR0 his, FAREHR
48, 72 hj5 GH3MMERE 7% LIS W GHAK AR T AR 4 Ks
0 hfG, ZRAZIT¥E X (P<0.05) ; E4HFF



- 66 - Pract J Cardiac Cereb Pneum Vasc Dis  May 2023, Vol.31 No.5 http://www.syxnf.net

72 hf5 GH34MAE R 77 3G P GHAK - FAR K #7224 h
i, FAREFET2 him GH3NMUE: 7= B IE W GHAKCEAIL F
AREREFE24 hn, ZRESGIT¥EY (P<0.05) , 1L
3,

R3  EALSFAARRMEIGH3MMRE 5 BT CHAKF AL (x5,
ng/ml, n=3)
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