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Abstract: [ Objective] To investigate the effects of EZH1/2 inhibitor UNC1999 on the immune cell phenotypes in pe-
ripheral blood of healthy adults.[ Methods] CCKS8 assay was used to measure the cell viability of peripheral blood mononu-
clear cells (PBMC). Multicolor flow cytometry was performed to analyze the immunophenotypes. [ Results] Compared with
DMSO group, UNC1999 group showed increased classical monocytes (CD14™CD16™ ) [ (19.53+1.79)% wvs. (66.60+
5.02)% , 1=13.31, P=0.006) , decreased intermediate monocytes (CD14**CD16" ) and non—classical monocytes
(CD14°CD16%) [ (35.08+3.97)% vs. (15.42+2.89)%, 1=6.130, P=0.026; (35.50+3.53)% vs. (8.40+3.12)% , 1=25.740,
P=0.002]. The proportions of CD56"™ CD16", CD56™" CD16" in UNC1999 group were lower [ (3.39+0.86)% vs. (0.27+
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0.06)% , 1=4.882, P=0.040; (80.50+0.64)% vs. (0.63+0.23)% , 1=133.100, P<0.000 1]. UNC1999 group exhibited
higher frequency of naive B cells [ (10.67+1.76)% vs. (37.99+3.76)%, 1=17.690, P=0.003 ], lower frequency of memory
B cells, transitional B cells, plasmablasts B cells [ (23.39+4.20)% vs. (11.82+1.90)% , t=7.059, P=0.020; (3.58+
0.47)% vs. (1.52+0.56)% , 1=26.970, P=0.001; (0.18+0.03)% vs. (0.00+0.00)% , 1=8.647, P=0.013]. The percentage
of DC and mDC/DC was significantly elevated in UNC1999 group [ (0.20+0.05)%vs.(1.38+0.13)%, 1=16.500, P=0.004;
(32.41+13.14)% vs. (60.87+8.43)%, 1=8.252, P=0.014], with a significantly decreased percentage of pDC/DC [(24.90+
1.95)% vs. (12.70+2.11)%, 1=7.566, P=0.017 ]. Higher proportions of CD8" central memory T cells (TCM) and CD8"PD-
17 [ (5.62+1.24)% vs. (18.38+2.34)% , 1=15.600, P=0.004; (2.50+1.02)% vs. (18.34+2.69)% , 1=8.822, P=0.013],
but lower proportions of CD8" effective memory T cells (TEM) and CD4'CD27'were observed in UNC1999 [ (28.27+
10.15)% vs. (15.62+9.48)% , 1=19.480, P=0.003; (82.77+2.66)% vs. (56.00+9.01)% , 1=5.715, P=0.029]. No statisti-
cal difference was found in other cell subsets (P>0.05).[ Conclusion] UNC1999 can lead to changes in PBMC immunophe-

notypes.
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CCK-8 kit was used to detect the cell viability after UNC1999
treatment with the indicated concentrations. The cell viability was
above 80% at the concentration of 5 pmol/L and 10 wmol/L. Data were
analyzed using the one-way ANOVA followed by the Dunnett’s t—test .
1 compared control, P <0.001. n=3.

El1 UNC1999 R /5 PBMC HIfFiE &
Fig.1 The cell viability of PBMC after UNC1999 treatment
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In the UNC1999 group, the proportion of Classical Monocytes (CD147CD167) was higher than those in the DMSO group; the proportions of Inter-
mediate Monocytes (CD147*CD16*) , Non—Classical Monocytes (CD14*CD16*) were lower than those in the DMSO group (P<0.05). Data were ana-

lyzed using the paired i—test. n=3.
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Fig.2 Comparison of monocyte subsets in UNC1999 and DMSO groups
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Table 1 Comparison of immunophenotype of peripheral immune cells in UNC1999 and DMSO groups (x+s)
Cell types DMSO UNC1999 t P
CD14" Monocytes 1.07+0.18 3.18+1.03 2.484 0.131
Classical Monocytes 19.53+1.79 66.60+5.02 13.310 0.006
Intermediate Monocytes 35.08+3.97 15.42+2.89 6.130 0.026
Non—Classical Monocytes 35.50+3.53 8.40+3.12 25.740 0.002
Lymphocytes 86.78+0.83 83.92+3.15 1.324 0.317
CD3" T Cells/Lym 71.63+0.55 68.29+1.53 2.984 0.096
CD3"CD4" T Cells/Lym 45.72+2.88 37.67+3.96 2.037 0.179
CD3'CD8" T Cells/Lym 19.43+2.33 21.62+1.09 1.070 0.397
CD56" NK Cells 16.74+0.37 16.89+2.14 0.096 0.933
NKT Cells 5.76+0.78 5.56+1.35 0.270 0.813
CD56dimCD16" NK Cells 3.39+0.86 0.27+0.06 4.882 0.040
CD56domCD16" NK Cells 80.50+0.64 0.63+0.23 133.100 <0.0001
CD56briCD16™ NK Cells 1.11+0.29 0.31+0.22 4.270 0.051
CDI19" B cells 10.48+0.31 12.58+0.92 2.789 0.108
Transitional B cell 3.58+0.47 1.52+0.56 26.970 0.001
Naive B cells 10.67+1.76 37.99+3.76 17.690 0.003
Marginal zone B cells 0.78+0.18 0.95+0.09 1.084 0.392
Non switched memory B cells 7.80+0.75 3.86+0.54 11.080 0.008
Class switched memory B cells 15.79+3.59 8.17+1.33 4.752 0.042

Plasmablasts 0.18+0.03 0.00+0.00 8.647 0.013
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Cell types DMSO UNC1999 t P
Memory B Cells 23.39+4.20 11.82+1.90 7.059 0.020
CD21low CD38low 5.96+0.75 6.99+0.44 1.261 0.335
DC Cells 0.20+0.05 1.38+0.13 16.500 0.004
pDCs/Leu 0.05+0.01 0.17+0.02 13.980 0.005
mDCs/Leu 0.07£0.05 0.85+0.19 7.636 0.017
pDCs/DC 24.90+1.95 12.70+2.11 7.566 0.017
mDCs/DC 32.41+13.14 60.87+8.43 8.252 0.014
mDC1 43.71£14.90 63.83+6.01 3.131 0.089
mDC2 0.57+0.81 0.04+0.05 0.905 0.461
CD16" mDC 3.12+2.45 0.02+0.03 1.789 0.216
CD4°CD25"/CD4" 5.63+2.44 6.40+0.77 0.511 0.660
Treg 3.22+2.11 2.30+1.85 2.386 0.140
Naive Treg 7.02+1.72 30.96+25.54 1.315 0.319
Memory Treg 75.92+23.43 49.04+14.62 1.692 0.233
CD39" Treg 32.26+7.70 31.81+11.41 0.169 0.882
CD39 Treg 60.20+7.97 61.52+7.84 0.384 0.738
TCRab T cells/CD3* 89.21+0.83 87.99+1.70 0.710 0.551
TCRrd T cells/CD3* 8.71+0.93 7.43x1.06 1.829 0.209
TCRVA1" T cells/TCRrd" 8.38+2.71 6.43+2.79 2.112 0.169
TCRVd2* T cells/TCRrd" 75.90+7.23 69.02+8.30 1.348 0.310
CD4'HLA-DR'/CD3" 2.88+0.68 2.57+0.70 0.969 0.435
CD8'HLA-DR'/CD3" 2.16+0.35 2.60+0.68 0.605 0.607
TCR ab CD4" T cells 69.31+5.05 62.84+0.74 1.673 0.236
TCR ab CD8" T cells 26.63+7.04 29.89+1.07 0.748 0.532
CD4" Naive 48.12+6.22 46.68+2.28 0.441 0.702
CD4" Central Memory 49.58+7.70 52.79+2.34 0.775 0.519
CD4" Effector Memory 1.85+1.32 0.47+0.23 1.743 0.223
CD4" TEMRA 0.46+0.20 0.06+0.03 2.992 0.096
CD8" Naive 42.36+9.34 43.39+18.03 0.093 0.934
CD8" Central Memory 5.62+1.24 18.38+2.34 15.600 0.004
CD8" Effector Memory 28.27+10.15 15.62+9.48 19.480 0.003
CD8" TEMRA 23.75+8.13 22.62+10.64 0.096 0.933
CD4°CD27" 82.77+2.66 56.00+9.01 5.715 0.029
CD4'CD28" 96.84+0.67 94.25+0.42 3.873 0.061
CD4'PD-1" 7.26+6.31 9.69+10.13 0.895 0.466
CD4°CD57" 2.31+1.49 2.11+1.86 0.121 0.915
CD8'CD27" 56.01+5.52 44.62+10.27 1.643 0.242
CD8'CD28" 63.44+4.97 76.08+2.40 3.222 0.084
CD8PD-1" 2.50£1.02 18.34+2.69 8.822 0.013
CD8'CD57" 21.92+8.84 17.46+3.38 0.561 0.631

Data were analyzed using the paired ¢—test.
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The proportion of total NK cells was no statistical difference between the two groups (P>0.05) , but the proportions of CD56%" CD16* and CD56%™

CD16" in UNC1999 group were all lower than those in the DMSO group (P<0.05). Data were analyzed using the paired (—test. n=3.
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Fig.3 Comparison of NK subsets in UNC1999 and DMSO groups
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In the UNC1999 group, the proportion of Naive B cells was higher than those in the DMSO group ; the proportions of Non switched memory B cells,
Class switched memory B cells, Transitional B cell, Plasmablasts, Memory B Cells were lower than those in the DMSO group (P<0.05). Data were ana-
lyzed using the paired t—test. n=3.
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CD8*T subsets were characterized by higher proportions of CD8*TCM, CD8"PD-1* but lower proportion of CD8*TEM in the UNC1999 group com-

pared with the DMSO group. The UNC1999 group contained lower proportion of CD4*CD27* than the DMSO group. Data were analyzed using the paired

t—test. n=3.

E 6

AZHEASWRATHEMMIT LR

Fig.6 Comparison of T lymphocyte subsets in UNC1999 and DMSO group
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