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Restoration of the lost B-cell phenotype in classical Hodgkin lymphoma
cells by all trans-retinoic acid treatment
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[ Abstract] Objective To investigate the induction of B-cell specific phenotype in classical Hodgkin lymphoma
(cHL) upon all-trans retinoic acid ( ATRA) incubation. Methods To construct B-cell specific promoter ( CD19,
CD79a, CD79b) driven reporter plasmid with NEO cassette to realize stable transfection and selection of cHL reporter
cells. To verify the intact integration by amplification of the promoter and luciferase sequences, and to functionally validate
the B-cell specific promoter by ABF1 interference and luciferase assay. Repoter cells were incubated with various doses of
ATRA and luciferase activity was detected at 24, 48 and 72 hours. Reporter cells were treated alone or in combination with
5-Aza and ATRA followed by luciferase assay. Endogenous B-cell specific genes (CD19, CD20, CD79a and CD79b)
transcription and expression levels were detected by real-time PCR and immunoblot, respectively. The expression level of
CD30 antigen on Hodgkin lymphoma cell membrane upon ATRA was assessed by flow cytometry. Results ATRA
treatment stimulated B-cell specific signature in cHL cells including CD19, CD79a and CD79b while down-regulated their
CD30 expression. Conclusions ATRA induces B-cell phenotype deficient ¢cHL cells to regain their B-cell transcriptional
program while abolishes their Hodgkin-specific machinery.
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N cHL 4 2 297 55 3% T % 10% a4 M3
1% XL 1640 555 TESH 5% CO, ISR
Fh 37°CH LR MIGAM MRS A 2 ~3 d B4R,
L DMSO Ab3AEA A B X B B ATRA 1 5-Aza
FHZ5H B R 10 pmol/L( R ARSRRFR I ) .
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Rev: 3 ' -GGGCGGCGTCTCACGTTCGTCAAAGTTCTC
TTGACGAACGTGAGACGCCGAAAAACCTTTTCGA ;
Fr F X B& T SCJF %) 4 F . Scramble For: 5°-
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L1236 F1 1428 4iffirh ( WLIEI 1A) , #E4iE, Wik
B 4K -F 1 ( Activated B-cell Factor, ABF1) 7£ cHL
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Fig.1 Amplification and functional verification of B-promoter reporters integrated into the host genome of cHL cell lines
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Fig.2 Effect of single or double treatment of ATRA and 5-Aza on the activity of B-specific promoters
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Fig.3 Effect of single or double treatment of ATRA and 5-Aza on the expression of B-specific promoters
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Fig.4 Effect of ATRA on Hodgkin lymphoma cells regarding Hodgkin-cell specific gene CD30 expression
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