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Effects of baicalein targeting CD47 on apoptosis and immune escape of laryngeal
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Abstract; Objective

apoptosis and immune escape of laryngeal carcinoma cells and its

To investigate the effects of baicalein on
mechanism. Methods  Human laryngeal carcinoma TU686 cells were
randomly divided into control group ( routine culture ), baicalein group
(50 pmol - L~ baicalein), Vector group ( transfected with Vector +
50 wmol « ™" baicalein ) and CD47 group [ transfected with
differentiation cluster 47 (CD47) + 50 pmol + L' baicalein]. Cell
proliferation and apoptosis were detected by 5 — acetylidene — 2’ —
deoxyuridine ( Edu) method and Annexin V — FITC/PI double staining
method. The expression of proliferative and apoptotic proteins were

detected by Western blot. Human peripheral lymphocytes were co — cultured
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with cells in each group to detect the killing rate of TU686 cells. The phagocytosis rate of TU686 cells was observed.
Results The Edu positive cell rates in control group, baicalein group, Vector group and CD47 group were
(36.24 £2.74)% , (13.33 £1.93)%, (14.22 £1.48)% and (27.80 +2.74) % , respectively; the apoptosis
rates were (3.94 £0.40)% , (28.40 £1.76)% , (26.60 +1.41)% and (12.33 +£0.84)% , respectively; the
relative expressions of CD47 protein were 1. 00 £0. 11, 0.42 +0. 07, 0.44 £0. 06 and 1. 21 +0. 12, respectively; the
relative expression levels of CyclinD1 protein were 0.86 + 0.08, 0.37 £0.05, 0.36 = 0.04 and 0.74 +0.08,
respectively; the relative expression levels of cleaved cysteine aspartate proteinase —7 ( Cl — Caspase —7) protein were
0.35+0.04, 0.99 £0.12, 1.00 =0.11 and 0.50 + 0.06, respectively; the killing rates of human peripheral
lymphocytes to TU686 cells (1: 1 ratio) were (10.61 £1.19)% , (32.02 £2.27)% , (31.86 +2.06)% and
(14.39 £1.07 )% , (6.35 £ 0.71 )%, (11.99 = 1.64 )%,
(12.03 £0.76)% and (7.06 +0.57)% , respectively. The above indicators, baicalein group compared with the

respectively; the phagocytosis rates were
control group, Vector group compared with CD47 group, the differences were statistically significant ( P < 0.05,
P <0.01,P<0.001). Conclusion Baicalein may induce the apoptosis of laryngeal carcinoma cells and inhibit the

immune escape of laryngeal carcinoma cells by inhibiting the expression of CD47, thus slowing down the progression of

laryngeal carcinoma.
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Table 1 Comparison of optical density and differention cluster 47 (CD47) protein expression in each group(x +s,n=9)

Optical density

Group CDh47
24 h 48 h 72 h
0 wmol - L™! 0.34 +0.02 0.60 +0. 05 1.07 +0. 14 0.94 £0. 07
10.0 wmol « L~! 0.33 +0. 06 0.49 +0.05* 0.82£0.06" 0.71 £0.09 "
25.0 pmol - L7 0.28 £0.04 " 0.41 +0.05* ** 0.70 £0.08 ** 0.59 +0.04 * = **
50.0 pmol - L™! 0.27 £0.02* ** 0.32 £0. 04 * * *#ee 0.56 +0. 05 * * *#e 0.41 £0. 04 * * *#Hee

Compared with 0 pmol + L™! group, * P <0.05,**P<0.01,***
25.0 pmol + L™'group,® P <0.05, ®© P <0.01.

P <0.001 ; Compared with 10. 0 pmol - L “Tgroup,*P <0.05,* P <0. 01 ; Compare with
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Table 2 Comparison of CD47, proliferation — related protein expression and proliferation rate in each group(x +s)

Group n CDh47 Cyclin D1 Ki67 Edu positive rate (% )
Control 9 1.00 £0. 11 0.86 +0.08 0.94 +£0. 11 36.24 +2.74
Baicalein 9 0.42+£0.07" " * 0.37+£0.05** * 0.42+£0.04" " 13.33 £1.93* "¢
Vector 9 0.44 +0. 06 0.36 0. 04 0.41 +0.07 14.22 +1.48
CD47 9 1.21 +0. 127 0.74 +0. 08" 0. 88 +0. 10" 27.80 2. 74%#

Compared with control group, * * * P < 0. 01 ; Compared with Baicalein group,® P <0.01,*# P <0.001; Control group: Routine culture; Baicalein group:
50 pmol - L~" baicalein; Vector group: Transfected with Vector +50 pmol - L =" baicalein; CD47 group: Transfected with CD47 +50 pmol - L ~'baicalein;

Ki67 : Nuclear associated antigen Ki67; EdU: 5 — acetylene —2'deoxyuridine.

R3 AAHMMERTEARE LT R (2 £5)

Table 3 Comparison of apoptosis protein expression and apoptosis rate in all groups (x £s)

Group n Bax/Bel -2 Cl - Caspase -7 Cl - Caspase —3 Apoptosis rate( % )
Control 9 0.35 +0.05 0.35 +0.04 0.41 +0. 06 3.94 +0. 40
Baicalein 9 1.56 £0.26 " * * 0.99 £0.12%** 1.06 £0.08 * * * 28.40£1.76 % *
Vector 9 1. 66 +0. 28 1.00 £0. 11 1.05 £0.10 26.60 +1.41
CDh47 9 0.49 +0. 07" 0. 50 0. 06" 0. 64 +0. 06" 12.33 +(. 84

Dose refer to table 2 ; Compared with control group, * * * P <0. 001 ; Compared with Vector group,**P <0.001; Bel -2 B — cell lymphoma -2 ; Bax: Bel =2

associated X protein; Cl — Caspase: Cleaved cysteine aspartate proteinase.

P <0.001);CD47 205 Vector 4 H %5, 40 it CD47 . R4 A R A0 X452 TU6S6 4 it 1Y % 45 3 L 4%
CyclinD1 \Ki67 #& A XS 323K 7K1 K 4 ff 3 78 32 44 ik (¥£5,n=9)

18 (P <0.01,P <0.001), 32 Table 4  Comparison of killing rate of TU686 cells by human
3 EEZEI CDYT EEMEARE TSN peripheral lymphocytes in each group(x £s,n=9)
B IR O, A T (B Kill rate(%)
Bcl —2 . Cl - Caspase —7 1 Cl1 — Caspase — 3 ) I 2l Jig 1:1 1:2 21
N e ] 2 Control 10.61 £1.19 7.67 £0. 60 13.99 +1.75
I ci > . H é — é

E%ﬁ‘ﬁ%ﬂ!ﬁ(i@ P <0 001) ’CD47 E lﬁ Vector 2 Baicalein 32.02£2,27" " 28.18+2.03"** 44.08 +3.35***
PO, A 98 - 8 H (Bax/Bel -2, Cl - Caspase =7 Hl  yecior 31.86£2.06  26.87+2.38  43.64+4.18

Cl — Caspase —3) MMM AEAT- R E ZH T K& (Y CD47 14.39 1.07"  12.68 1. 17" 19.06 +1. 90***
P <0.001 ) , D—LL%:{ 3. Compared with control group, * ** P < 0.001; Compared with Vector
4 EBFIET CDI7 XA HBEM R EkE group, ™P <0 001.
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Figure 1  Phagocytosis of macrophages on TU686 cells( x 200, the arrows represent the co — locatable cells)
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