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C/ EBP ¢ mRNA Expression Profile Induced by Arsenic Trioxide Combined with all — trans Retinoic acid in
NB4 Cells

TAN Ying — xia » ZHANG Sheng — hui> YIN Li — hui, et al

(Institute of Med — science, The First Affiliated Hospital of Wenzhou Medical Colleges Wenzhou 325000, China)

[ ABSTRACTIBACKGROUND & AIM: To study the effect of As,0; + tRA and As:0; on apoptosis and differentiation of NB4
cells to evaluate the possible relation of these expressions among CD11b, Annexin V and C/EBP e, PML - RAR «
mRNA . MATERIAL AND METHODS: As;Os; + tRA and As;0; were added to the culture system to induce NB4 cells
apoptosis and differentiation. NB4 cells were incubated and collected at 0, 4, 8, 12, 16, 20, 24, 48 and 72
hours , The expression of CDI11b, Annexin V were determined by FACS, We used semi — quantitative RT -
PCR.to detect mRNA expressions of C/EBP e, PML/RAR a. RESULTS: The mRNA expression of C/EBP e were
markedly increased after NB4 cells stimulated by As;0;+tRA and As,0; within O to 72 hours, it leads to NB4
cells CD11b expression increased. The CD11b expression was more significant increased by As:0; + tRA .As:0; +
tRA and As,0; had the same role to degrade PML — RAR «a fuse gene, As,0;+ tRA was more powerful in degra-
dating PML — RAR « fuse gene.Apoptosis was started in the early time after NB4 cells cultured with As;0;+
tRA and As:0: , The expression of Annexin V peak was occurred from 4 to 20 hours, With time prolong the
expression of Annexin V decreased. CONCLUSION: As0; + tRA and As;0; could stimulate NB4 cells expression
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CD11b, C/ EBP ¢ and decrease PML — RAR a fuse gene, leaded to NB4 cells apoptosis .In some given dose the
effect of As:0;+tRA was more significant to induce NB4 cells apoptosis and differentiation than that of AsOs.

[KEY WORDS] arsenic trioxide ; retinoic acid; C/EBP ¢; acute promyelocytic leukemia; PML — RAR «
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1x 10 *mol/L  As:0s IR IIAVKEA 1x 1077 mol/L
RA, JERBAPEXT AL, 37 °C5 % CO, &M R R, I

I3 AE O0v4n 81241642024+ 48,72 h I B 41 i, IR
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PCR [ VAR ZR 25 1, %5 ¢DNA Bt 2.5 121, 10 x
buffer 2.5 £1,2.5 mmol/L MgCl, 1.5 ttl, 4x dNTPs
2.0 o1, 51420 20 pmol/ L, Tag DNA R&HE 1 U,
C/EBP e [FIBBEE A 10 pmol/L B - actin 5141
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9% 20 pmol /L, 359748 30 MEH . PCR 519751
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Table 1. The primer sequence , annealing temperature , product length of PCR

Gene Primer Annealing temperature Product length

5" = GGG ACA TGT GTG AGC ATG AG -3’

C/EBP ¢ 58 C 350 bp
5" = CAC TTG GTA CTG CAG GGG AT -3

. 5" —GAC TAC CTC ATG AAG ATC -3’

homo B - actin 58 C 500 bp
5° — GAT CCA CAT CTG CTG GAA -3
5" = GTC ATA GGA AGT GAG GTG TTC - 3°

PML - RAR «a 58 C 220 bp
5° — CTC ACA GGC GCT GAC CCC AT-3’
5° —GCC TCC CTA CGC CTT CTT CT -3’

RAR « 56 C 200 bp
5’ — AAA GCA AGG CIT GTA GAT GC-3"
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() B 2258 A, 0, H A 5 5 As,05 + tRA 2 Annexin
V RIS B4 15.63 % 1M1 As0s FIA/EHZH Annexin
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Table 2. The ratio of expression of CD1lb, Annexin V in NB4 cells after stimulated by As,O; +tRA and As;Os

hours 0 4 8 12 16 20 24 48 72
CD11b As;0; 2.03 2.84 3.02 3.25 3.59 3.80 4.03 6.88 7.27
As;0; + RA 2.03 2.49 4.66 7.04 8.51 17.58 39.84 60.51 66.41
Annexin V As05 1.05 5.73 5.85 6.54 5.69 4.82 3.99 1.99 1.52
As;0; + tRA 1.05 13.52 15.63 13.08 12.31 10.45 4.16 3.18 2.87

FK3POTLUIEH, 1x107° mol/ L LAs, 0s M1 1x 107
mol/ L As>0; 1 1x 1077 mol/ L tRA 3755 NB4 4
i C/ EBP ¢ ZEPR M)A 58, Bl N F] LE KR IE B
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J& C/EBP e K& DRI IA R 14 Il F 22 AN K. Tk 1
PML - RAR o fli & B DRR UL, 9 41 25 P 2504 5 il 1 ik
BRI, N e LA, As 0, HLBIUTE T4 PML -
RAR o fl #5255 X RAR o &K U A Rl A5 24
YA I T) B KT 2 T 1 B, LEAELAN 1,001 21 72 h

AR 2] 0.47 , WWEH TR T 0.531 , P R R T
53. 1% o Ut B =464k —fif X NB4 41l PML - RAR o Fil
BN B BEEER o As,05+ (RA BEA FH 2541,
PML — RAR « il 28 DR IR B AR LU A, 0, SR R 45
R, LR 1.001 3] 72 h WA 0. 160, LEAET
F£7 0.841, BIRBET 84.01 %, LU As, 0, BLAHAE 4L
N EERITREE S 31,0 %o
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Table 3. The ratio of (C/EBP &/B —actin), PML — RAR a (PML - RAR ¢./RAR o) mRNA in NB4 cells after stimulated by As;O;+ tRA

and ASzO3
hours 0 4 8 12 16 20 24 48 72

C/ERP As,0;3 1.016 1.186 1.241 1.331 1.672 1.945 2.352 3.475 4.333

€
As,0; + tRA 1.016 2.342 1.403 1.424 1.683 2.152 2.565 3.493 4.236
As03 1.001 0.839 0.752 0.728 0.682 0.627 0.575 0.487 0.470

PML - RAR «

As,0; + tRA 1.001 0.801 0.764 0.067 0.523 0.413 0.299 0.202 0.160
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TEFRATT IR T b I, 76 AR 25 9 2 117, NB4 44 Jifd
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S R A PR NB4 4 ML A AT T, A A
0.1~ 10 nmol /L I 4E IR, H AT 14 9% NB4 41 M 1) 5>
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