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CCFatb A FHc#A2 (CC chemokine ligand 2, CCL2) K HZKCCHE LA T %24£K2 (CC chemokine ligand receptor 2,
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[ Abstract] Background and purpose: Osteosarcoma is a primary malignant tumor in bone tissue, mainly in adolescents. The
prognosis of patients with lung metastasis is poor. CC chemokine ligand 2 (CCL2) and tis receptor CC chemokine ligand receptor
2 (CCR2) may take part in tumor. Some scholars have confirmed that CCL2 can promote the metastasis process of breast cancer
and worsen the prognosis. The main purpose of this article was to study the expression of CCL2 in osteosarcoma tissue and its
relationship with prognosis. Methods: GEXSCOPE" tissue dissociation solution was used to dissociate 11 osteosarcoma samples into
single cell suspension. The single cell sequencing library (scRNA-seq) was established by Chromium Single Cell Gene Expression
Kit, Gel Bead Kit and Multiplex Kit from 10x Genomics Company. The expression of CCL2 was analyzed by scRNA-seq. The CCL2
level in lesions from tissue microarray was detected in 90 osteosarcoma patients, who were diagnosed and treated in the 6th People’s
Hospital Affiliated to Shanghai Jiao Tong University from January 2017 to December 2019, using immunohistochemical method.
According to the median value of the CCL2 histochemical score, 90 patients were divided into two groups, high expression and low
expression. COX regression was used to analyze the CCL2 level and its relationship with clinicopathological characteristics and
prognosis of patient. Results: The results of scRNA-seq indicated that CCL2 expression was higher in lung metastasis lesions than in
primary tissues. The immunohistochemical results displayed that of the 80 cases, 33 had high CCL2 expression level and 47 had low
CCL2 expression level. CCL2 expression was associated with clinical stage and lung metastasis (P<0.05). There was no significant
correlation among the CCL2 level and age, gender, tumor size, pathological type and tumor necrosis rate (P>0.05). Conclusion:
CCL2 may be one of the poor indicators to predict the metastasis and prognosis of osteosarcoma.
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HIZEE10x Genomics/A H] YR & ( Chromium
Single Cell Gene Expression Kit, Gel Bead Kit}Z
Multiplex Kit ) Ff4 i B 574 2 B2 I RN A
J¥ (single cell RNA sequence, scRNA-seq)
J% . 7EChromium "™ il 40 HRF 20 A 43 i FLAR T
HEERC R, R AT T TRNA S5 I
%o FllHNextera XT DNA sample Pre-Kit ( 3£ [F
Hlumina/A & ) ¥ 1K cDNAM A5 SC%E, Jf
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( 2 [# Agilent Technologies/AF] ) iTALAMAKE
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HAAAAEA LR F 3k Bl 1) Seuratht R ilE 47 4k
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Fig. 1 Single cell analysis of CCL2 expression in 11 samples of

osteosarcoma cells

2.2 BABALRPCCL2HMERIXEIGKFIEIFE
SR EE AP FRN

CCL2FK A Ik 5 B TR RTS8 3 I R o B =
FRAE AT 45 S L3R 1, CCL2IMRIATEAT 5B
MYAESS . PR IR RN L AT IRBE R | e
SR 22 ST E L (P>0.05) , H
GRS W A Bz ER A Gt E X
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MR e e A Uk 2= 25 R B PF A K 8 0 191 B
TRE J Rk B A A8 A 3 e R i A =
FHSRIEBCR A, BE S ISR YL R S R
IA#H (5.29+095vs 11.45+424) (K2) .

2.3 HEHFESWH

AW W BE VTR A 12~364H , 80% &
T3 LI RSE T MR R, Ha B B4 ST
HAF . ZKaplan-Meier &A1 Hrdi R s,
CCL2m F B A /B 1) R A AP R IR R L iR
A% (P=0.042, KI3) .

F 1 BREELAHRCCL2MFRIE IR KRFEFFES
Tab.1 The correlation between CCL2 expression and clinical

features of osteosarcoma patients

CCL2 expression

Clinical feature Low expression  High expression Pvalue
(n=47) (n=33)
Gender 0.399
Male 24 21
Female 23 12
Agelyear 0.524
<15 29 19
>15 18 14
Tumor size D/cm 0.053
<10 29 12
>10 18 21
Clinical stage 0.039
-1 21 7
] 26 26
Pathological type 0.911
Normal 37 27
Abnormal 10 6
Lung metastasis 0.020
Yes 29 14
No 18 19
Tlizzg/ro/ilecrosm 0222
=90 22 21
>90 25 12
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Fig.2 Immunohistochemical analysis of CCL2 expression in osteosarcoma by SABC method

A: Tissue microarray analysis of 80 cases of primary osteosarcoma stained by CCL2 antibody; B: Comparison of high and low expressions of CCL2

by immunohistochemistry; SABC: Strept-avidin-biotin-peroxidase complex
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Fig.3 Analysis of CCL2 expression and survival rate in

osteosarcoma by log-rank test

B AR B & A R X A A B . FE 10~
14% (FHEMETE) HIE— R AW =g,
SRIGTE60 % 5 BLER K B g . B AR 1)
W M ANTE RS, SRR ST, HRT R R E]
167 B S PN I a2 A DR - S F e e v b (S
R 13q 14 RDIE R FIE 7 T YL A A 1 7p 13/ p53 3
Ko 7E201H28 704X, B R mbsiER T 7 U2
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I B SARLE AT R <25% '

B A9 40 i 5 TR A 3% (tumor

microenvironment, TME ) 2Z[a] HAZ i A& i Jeg

RS 55 bW 19 . TMER) 32 225210
B3 e IR AR E B RE A ( tumor-associated
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