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Effects of Contact — inhibition on the Expression of TGF - B Stimulated Clone — 22 in Cardiac Fibroblasts. Shi Qiang, Wei Yingjie, Cui
Chuanjue ,Li Jun,Liv Xiaoyan,Bai Yuanyuan. State Key Laboratory of Cardiovascular Disease, National Center for Cardiovascular Disease ,
Fuwai Hospital, Chinese Academy of Medical Sciences, Peking Union Medical College, Beijing 100037, China

Abstract Objective To investigate the effects of contact — inhibition on the expression of transforming growth factor — g stimulated
clone =22 (TSC -22) in the primary cultured neonatal rat cardiac fibroblasts, and to lay a foundation for the further study of the exact
function of TSC - 22 in cardiac fibroblasts. Methods Cardiac fibroblasts were obtained from Sprague — Dawley rats by using trypsin diges-
tion solution and selective plating technique. Cultured cardiac fibroblasts were divided into the following groups: (D two groups in which
cells were plated at different original densities: A. 50% confluent group: cells were plated in T25 flasks at the density of 1.0 x 10°/ml,
cultured for 24h; B. 100% confluent group: cells were plated in T25 flasks at the density of 2.0 x 10°/ml. @ four groups in which cells
were plated at the same original density of 1.0 x 10°/ml; A. subconfluent group: cells were cultured 6 h after plating to a condition that
were adherent but not totally confluent; B. confluent group: cells were cultured 24 h after plating to a condition of 100% confluent; C.
confluent disrupted group: when cultured cells became 100% confluent, they were exposured to 0.25% trypsin to disrupt the cell — cell
contacts, then cells were replated and cultured for 6 h to a condition that were adherent but not totally confluent; D. reconflunet group:
when cultured cells became 100% confluent, they were exposured to 0.25% trypsin to disrupt the cell — cell contacts, then cells were re-
plated and cultured for 24 h until that the cell - cell contacts were reformed and cells were 100% confluent. The relative expression of TSC

—22 mRNA and protein were determined by real — time PCR and western blots respectively. Results Real - time PCR and Western blot-
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ting results showed that;(D in the 100% confluent group, the mRNA and protein expression levels of TSC - 22 were significantly higher
versus that in the 50% confluent group (P <0.05). @) in the confluent group, the mRNA and protein expression levels of TSC —22 were
significantly higher versus that in the subconfluent group; in the confluent disrupted group,and the mRNA and protein expression levels of
TSC - 22 were significantly lower versus that in the confluent group; and in the reconfluent group, the mRNA and protein expression levels
of TSC —22 were significantly higher versus that in the confluent disrupted group (P <0.05). Conclusion Results of this sduy showed
that in the cultured cardiac fibroblasts, contact — inhibition played an important role in inducing the expression of TSC —22. When contact
— inhibition happened, cardiac fibroblasts which reached to a critical cell density and formed a confluent monolayer stoped proliferation. It
was possible that TSC - 22 functions as a transcription regulator and playsed an important role in the signalling pathways that were trigered

after the contact — inhibition. Further study on the exact funtion of TSC —22 may be meaningful to the understanding of the mechanism of

cardiac remodeling.
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JMJD6 Regulates the Transcriptional Activity of p53. Zhang Yanjun, Cheng Mobin, Dai Hui, Shen Yufei, Zhang Ye. National Labora-
tory of Medical Molecular Biology, Institute of Basic Medical Sciences, CAMS and PUMC , Beijing 100005, China
Abstract Objective

p53. To identify the lysyl — hydroxylase activity of JMJD6. Methods

To verify the interaction between JMJD6 and p53. To detect the effect of JMJD6 on transcriptional activity of
The interaction between JMJD6 and p53 was examined by co — im-
munoprecipitation and GST pull — down assay. The effect of JMJD6 on p53 target gene promoter activity was detected by dual — luciferase
reporter system. The lysyl — hydroxylase activity of JMJD6 was identified by hydroxylation assay in vitro and LC — MS analysis. Results
JMJD6 interacted with p33 by p53 C terminal fragment. JMJD6 promoteed the transcriptional activity of p53. JMJD6 was a lysyl — hydroxy-
lase catalyzing hydroxylation of histone H4. Conclusion The lysyl — hydroxylase JMJD6 interacts with p53 and regulates its transcription-
al activity.
Key words p53; JMID6; Lysyl - hydroxylation
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