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of CRS (CRS3W), and the model was successful; CRS 3W mice showed a significant decrease in mechanical pain
threshold and developed mechanical pain sensitivity. A lot of c-Fos* cells of LC was observed in CRS 3W mice,
90% of them were noradrenergic neurons. Compared with the Control group, the neuronal excitability of noradren-
ergic neurons decreased in LC of CRS 3W mice. Compared with the Control group, chemogenetic activation of the
LC noradrenergic neurons significantly reduced mechanical pain sensitization in CRS 3W mice. Conclusion The
excitability of noradrenergic neurons in LC of CRS 3W mice decreases, and chemogenetic activation of noradrener-
gic neurons in LC can relieve pain sensitization in CRS 3W mice.

Key words locus coeruleus; chemogenetics; chronic pain; chronic restraint stress; electrophysiology in witro;
novelty-suppressed feeding test; forced swimming test
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Fig.1 Immunofluorescence technique to detect Ahr entry into the nucleus(n =5)
A: Aepresentative immunofluorescence plot of Ahr into the nucleus x63; B: Average fluorescence density of Ahr in the nucleus; ** P <0.01 vs

blank control group; *P <0. 05 vs Kyn group.
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Fig.2 Imaging flow cytometry detection of Ahr entry into the nucleus of MH7A cells(n =5)
A Representative imaging flow chart of Ahr nucleus entry; B: Statistical graph of Ahr nucleus entry rate; C: Ahr nucleus entry rate in the blank
control group; D: Ahr nucleus entry rate in the Kyn group; E: Ahr nucleus entry rate in the Kyn + CH223191 group; ** P <0.01 wvs Blank control
group; *P <0.05 vs Kyn group.
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Tab.1 Correlation analysis of immunofluorescence and imaging flow cytometry detection techniques(n =5)

Median( P,5 ,P;5)

Linear regression

Group n
Laser confocal (% )

ImageStreamX Mark I (% ) R? Slope

P value
Intercept

Blank control 5
Kyn 5
Kyn + CH223191 5

100.67(97.42,100.72)
121.95(116.99,125.80)
105.50(96.07,108.28)

62.38(56.64,66.82) <0.05
86.01(83.29,90.02) <0.05
72.94(69.84,70.21) <0.05

0.863 6
0.928 7
0.901 8

0.971 3
0.603 9
1.192 0

0.400 8
0.700 1
0.1857
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Fig.3 Imaging flow cytometry observation
of the process of Ahr entering the nucleus in MH7A cells
A Representative diagram of MH7A in which Ahr is not entering
nucleus; B: Representative diagram of MH7 A in which Ahr is undergoing
the nucleus-entering process; C: Representative diagram of MH7A in

which Ahr is entering nucleus.
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polymorphisms with rheumatoid arthritis in a Chinese population
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Comparison of imaging flow cytometry and immunofluorescence

techniques for detection of ahr entry in fibroblast-like synoviocytes
Cheng Meng' , Wang Yi', Dong Weibo', Wei Wei', Chang Yan'”
(' Institute of Clinical Pharmacology, Anhui Medical University, Key Laboratory of Anti-Inflammatory
and Immune Medicine, Hefei 230032 ; *Laboratory Animal Center, Anhui Medical University, Hefei 230032)

Abstract Objective To investigate the difference between imaging flow cytometry and immunofluorescence tech-
niques for detecting Ahr entry in fibroblast-like synoviocytes. Methods Human-derived fibroblast-like synoviocytes
line MH7 A was cultured with 15% DMEM. The nucleation levels of Ahr in MH7 A were detected by laser scanning
confocal microscopy and quantitative imaging flow cytometry (ImageStreamX Mark II) in the blank control group,
the Kyn group, and the Kyn + CH223191 group, respectively. The results of the two assay techniques were com-
pared using nonparametric tests-correlation of the results. Results Compared with the blank control group, the
Kyn and Kyn + CH223191 groups of MH7A cells increased Ahr nucleation ability as measured by immunofluores-
cence technique and imaging flow cytometry (P <0.05), and the three groups of results calculated by the two ex-
perimental methods were consistent, with the R2 values of 0. 863 8, 0.928 7, and 0. 901 8, respectively, which
were statistically significant differences (P <0.05). Conclusion Compared with the operation and results of im-
munofluorescence experiments, imaging flow cytometry data processing is more complicated. However, the results
are notably precise, avoiding the subjectivity of the experimenter and minimizing experimental inaccuracies.

Key words immunofluorescence; imaging flow cytometry; rheumatoid arthritis; fibroblast-like synoviocytes; aro-
matic hydrocarbon receptor; nucleation; relevance
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