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Tab.1 Interference sequences of miR29a and B7H3

Name Interference sequences( 5°-37)
miR-NC UUGUACUACACAAAAGUACUG
miR-29a inhibitor UAACCGAUUUCAGAUGGUGCUA
si-Control F: UUCUCCGAACGUGUCACGUTT
R: ACGUGACACGUUCGGAGAATT
si-B7H3 F: CUGAAACACUCUGACAGCAAATT
R: UUUGCUGUCAGAGUGUUUCAGTT
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Tab.2 PCR primer sequences

Name Primer sequences( 5°-3%)

U6 F: CTCGCTTCGGGCAGCACA

R: AACCGCTTCACGAATTTGCGT

F: AGCGAGGCTAGCACCATCTGA

R: ATCCAGTGCAGGGTCCGAGG

RT: GTCGTATCCAGTGCAGGGTCCGAGGT
ATTCGCACTGGATACGACTAACCG
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Fig.1 Public database analysis of B7H3 expression and prognosis in LUAD
A: TCGA data to compare B7TH3 mRNA levels in normal tissues and lung adenocarcinoma; B: CPTAC data to compare B7H3 protein levels in normal
tissues and lung adenocarcinoma; C: HPA database to obtain B7H3 in normal tissues and lung adenocarcinoma immunohistochemical map x200; D: Kap-

lan-Meier Plotter database to obtain the survival curve of lung adenocarcinoma B7H3.

2 B7H3  A549.HCCS827

Fig.2 The effect of B7H3 knockdown
on the proliferation of A549
and HCC827 cells

A B: To verify the knockdown effi—
ciency of si-B7H3 in A549 and HCC827
cells; C D: To compare the effects of si—
B7H3 on the proliferation of A549 and
HCC827 cells; *** P<0. 001 s si-Control

group.
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Fig.3 The effect of DHA on the proliferation of A549 and HCC827 cells
A: The survival of A549 cells treated with different concentrations of DHA; B: The survival of HCC827 cells treated with different concentrations of
DHA; C: The survival of A549 cells treated with DHA at a concentration of 30 wmol/L for 3 days; D: The survival of HCC827 treated with DHA at a

concentration of 10 wmol /L for 3 days; ** P<0.01 *** P<0.001 vs 0 wmol/L group; ¥ P<0.01 *¥P<0.001 vs 0 d group; *P<0.01 **P<0. 001

vs 1 d group; *P<0.05 ***P<0.001 vs 2 d group.
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4 DHA miR-29a.B7H3
Fig.4 The regulation effect of DHA on miR-29a and B7H3
A B: The relative expression level of miR-29a by RT-qPCR; C D: The relative protein level by Western blot and quantitative results of B7H3;
**P<0.01 *** P<0.001 vs 0 wmol/L group.

5 miR-29a DHA B7H3
Fig.5 The effect of inhibition of miR—29a expression on DHA regulationof B7H3
A B: Transfection efficiency of miR-29a inhibitor in A549 and HCC827 cells; C D: The expression and quantitative results of B7H3 protein in
A549 and HCC827 cells treated with each group; a: control group; b: nc-nhibitor group; ¢: miR-29a inhibitor group; d: nc-inhibitor+DHA group; e:
miR-29a inhibitor+DHA group; * P<0.05 *** P<0.001 vs nc-nhibitor group; # P<0. 05 vs nc-nhibitor+DHA group.
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miR-29a mediates the molecular regulation of dihydroartemisinin on

B7H3 in lung adenocarcinoma
Zhu Yayu' Ling Huijuan' Niu Ke' Tang Jing' Chen Liwen’
('Dept of Clinical Laboratory *Dept of Blood Transfusion The Second Affiliated Hospital
of Anhui Medical University Hefer 230601)

Abstract Objective To investigate the effects of microRNA29a ( miR29a) in mediating the regulation of di—
hydroartemisinin ( DHA) on the immune checkpoint molecule B7H3 in lung adenocarcinoma ( LUAD) . Methods
The expression level and prognostic significance of B7H3 in LUAD were analyzed by public database. Small inter—
fering RNA ( siRNA) was used to knock down B7H3 in LUAD cell lines A549 and HCC827 and cell proliferation
was detected by CCK-8 method. A549 and HCC827 cells were treated with gradient concentrations of DHA (0 5
10 25 50 100 pmol/L) for 48 h and the half maximal inhibitory concentrate ( ICs,) was calculated. A549 and
HCC827 cells were treated with 1C;, concentration of DHA for 1 2 and 3 days and the cell proliferation was detec—
ted by CCK-8 method. A549 and HCC827 cells were transfected with miR-29a inhibitor. After DHA treatment the
expression level of miR-29a was detected by RT-qPCR and the expression level of B7H3 was detected by Western
blot. Results B7H3 was overexpressed in LUAD and associated with poor prognosis. After knocking down of
B7H3 the proliferation ability of A549 and HCC827 cells significantly decreased ( all P<0.001) . DHA inhibited
the proliferation of A549 and HCC827 cells in both dose-and time-dependent manners with ICs, values of 30. 16
pmol /L and 7. 50 wmol/L  respectively. DHA up-regulated the expression of miR-29a in A549 and HCC827 cells
(P<0.001 P<0.01) and down-regulated the expression of B7H3 in both cell lines ( P<0.01 P<0.001) . After
transfection of miR-29a inhibitor into A549 and HCC827 cells the expression of B7H3 was up-regulated and the
down—egulation of B7H3 by DHA was partially reversed. Conclusion miR-29a mediates the molecular regulation
of DHA on B7H3 in LUAD.
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