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Abstract

¢ AIM: To analyze the role of complement system (CS)
and its classical pathway in the pathogenesis of lacrimal
gland benign lymphoepithelial lesions (LGBLEL).

e METHODS:. The tissues of patients with LGBLEL or
orbital cavernous hemangioma ( CH) were -collected.
Proteomics analysis was used for the identification of
different proteins. Reverse transcription-polymerase chain
reaction (RT-PCR), immunohistochemical staining (IHC)
and Western Blotting were employed to verify the
changes of the differential proteins in CS signal pathway,
in order to identify its role in the pathogenesis of LGBLEL.
e RESULTS:. The results of proteomic analysis showed
that the expression levels of proteins C3, C5, C9 and Ciq
in CS signal pathway in the lacrimal gland tissues of
LGBLEL patients were all changed compared with those of
orbital CH patients.The results of RT-PCR showed that the
mRNA expression levels of C1gA, C5 and C9 in patients
with LGBLEL were significantly higher than those patients
with orbital CH. The results of IHC showed that the
expression levels of CigA, C3, C5 and C9 were
significantly increased in patients with LGBLEL compared
with those patients with orbital CH. The results of Western
Blotting showed that the protein expression levels of
CigA, C3, and C9 were significantly increased in patients
with LGBLEL compared with those patients with
orbital CH.

¢ CONCLUSION: The CS has been shown to participate in
the pathogenesis of LGBLEL and its classical pathway may
be one of the pathways which plays a role.

e KEYWORDS: lacrimal gland; benign lymphoepithelial
lesions; complement signaling pathway; classical
pathway; pathogenesis
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6T [ 7 Bs B 22 B A1 224 K A W i2 B ) LGBLEL f&
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AL 0, Horh LGBLEL H % 5 Lo 1k i AG i 1
1:5 4FE#5 28~ 64 ( 41 38.5) % ; CH 3 55 4 M 44 1%,
Fooh 1:2 4R 31~ 55 (P % 51.5) %, R4 201810/
2019-08 T #f B2 B A 2 B s Ak 5[] 4 B e 28 9 341 4H 21
“EK A RIS W LGBLEL f 3 4 (I FIHRIE CH 543
Y 728 20 BAR A HEA T IR S 56, Horh LGBLEL J 35 55 ok
BRI A 123 4F#8 45 ~50( i %k 46.0) % ARIE CH &
BB B R R 201, 4F S 45 ~ 53 (H i £148.0) %
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BURAS I IR BV ZEAR TP A7 oR AR | TR G B8 2 A if b 5K
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EiE, TR BRI TMT ®  Mass Tagging Kits and
Reagents 1857 & ( Pierce /A ] ) F1 iTRAQ™ Reagents i85 &5
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1.2.3 RT-PCR #&ill  BY#F 202U A L3 W, FEHL RNA
BT PCR 519, 4% 18 PCR 7 & (AQ131-01; &%) 1
BB T4, R R sk 155 0L RNA 1) ¢DNA, 44
HAE WA HGHAT RT-PCR, PCR F % £ 44 :95°C/3min;
95°C /30s;55°C /20s;72°C /20s ;40 MEH , LI GAPDH £ H
WZ, 51FFIILE 1,

124 REARLFEEE 4B A FHBEAK, H,O0,
F 0 E bR N R A A, 4C R E T — e
(1:100) 58 7% ,37°C —HiEE 30min, DAB YL, JioK
Ko, B A, BAEE F WL, CS 5 MM X EH —
P :C3(DF13224; Affinity Biosciences) .C5( DF7719; Affinity
Biosciences ) , C9 ( DF3964; Affinity Biosciences ) , C1gA
(ab76425; Abcam) ,

1.2.5 Western Blotting #ill 212U A 40405 20, 42
TBUER 1O 00 7 e ] % P U RE R, B R I RE R S S x
loading buffer BE)E T 100°C AL 3 Smin, &FL_FFE 100pg
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B, A ECL ARG T R il B, CSHES
T B A 56 11— . C3 ( DF13224 ; Affinity Biosciences) ,C5
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G 2F M FH SPSS 25.0 # A4 F1 Graphpad prism 8
AT GE T AR P i R B 4L ) 22 5 AR
FHARSEAREA ¢ 556 (Hob CH B A 4148 rh €3 mRNA %
IRKOF B K 25 AR A5 4 IE A0 A, 2K 1l Mann — Whitney
U KB H#EA 40T o P<0.05 NN S A G575 X,
2R
A BEHREAENWERUEARIE ENRA¥0W
SR A FHRIE CH 5%, LGBLEL & & 5248 TH iR 41
Yk CS fF 5 EEE N C3.05.09.Clq XA K4
BB (1) 827K CS {553 FE 7 LGBLEL 4 4Urh &35 A
HER,

%1 RT-PCR 3|45l
He[H B FEH(5-3)

GAPDH F:GCCTTCCGTGTCCCCACTGC
R:GGCTGGTGGTCCAGGGGTCT
ClgA F:TGGTGACCGAGGACTTGTG
R:GCTGGTCCTTGATGTTTCCT
C3 F:CCAGTTTCGAGGTCATAGTGG
R:CCGTCCAGCAGTACCTTCC
C5 F:CGCTTGACCAGTTGGTAGG
R:CTTCCCTGGCCTGATTTTC
C9 F : ATGGTCACAATGCGATCCTT

R : CTCCGCAGTCATTGTCACC
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2.2 RT-PCR #ll CS S @BEXERMERIE
RT-PCREGIMZE 0], SHRIE CH £3 M1 b, LGBLEL £
HWRAHMRAL D CSF5H B HEEK ClgA (¢ =
-21.966,P<0.001) .C5(t=-6.013,P=0.002) Fl C9(¢=
-6.102,P=0.009) mRNA 2 ik /K 33 08 & 77, 1 €3
mRNA BEAR R T I s H2ER T4 L
(P=0.057), UL 2,

23 RBARALFLERN CS EEERAXEANRKIE
G AUk 2E e 6 25 R B LGBLEL £ 35 W 48 1H iR 41
21 C1qA (C3,C5 Fl CO Yo {0 5 A5 {0, F 35 /K7 B B 5

?HEHE CH 5 (Kl3),

2.4 Western Blotting #ill CS 5 S B iEHXEQRIX

Western Blotting £ il 45 R & B, 5 MR HE CH & # #H Ik,

LGBLEL & & W 2 H I 21 ClgA (1=-7.232,P =

0.001) .C3(1=-2.843,P=0.036) .C9(1=-4.324,P =

0.008) £ H # A KT B Fh i, C5 R B Tk 3
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signaling pathway

CS fESBBREXEARKE SOMXLHEN XOMKTHEA,

HER TG
3itie

LGBLEL #% I\ 4 J& T TgG4-RD L%, 1M TG TgG4
FEAMA S i R b B FEAEA™ . Sugimoto 45 5T
RI 1G4 AT HES: 5 19GA—RD kM I 55 5 #MA 1 3%
T . Muraki %5 HRGE 36% 19 1gG4 A1 &M A 5 G e v ik
JIR 48 F LT AMA €3 1 C4 Wb R AMASOE R 5 S
5T 1gG4 MM A B oz MR RAR R 1 &R HLE . 5 A B
ST 1gG4-RD H C5a .3 19, J"rLisu%ﬁf’E%ﬂn‘f”
A SRS AEE A Breville 25 RIE T 1 4
ZE LT HMAA SR 4K & T 1gG4—RD F9 L4 G0 I 5 06 18
H LR 1964 A B PR EA 7 S AMAR N T 00 1l M R
B AR . Montaiez 27 B 5% /R 1eG e Z AT
RIS HEAMA C3a,C5a Fl C5b-9 BRI, iRBFsR M,
CS MIE 25 1gG4-RD L AMLH, X R CS 5 LGBLEL
BRI T ISR,

B X (1=-2.383,P=0.063) , WKl 4,
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