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A study of optimal concentration of brain tissue extract of hypoxia—preconditioned

mice to enhance tolerance of differentiated PC12 cells to hypoxia
LI Hong,et al
(Key Laboratory for High Altitude Medicine of PLA ,Section of Pathophysiology and High Altitude
Physiology,College of High Altitude Military Medicine ,the Third Millitary Medical University)

[ Abstract] Objective: To investigate the effect of brain tissue extract of hypoxia—preconditioned mice (BHP) on tolerance of
NGF-induced differentiated PC12 cells to hypoxia and the optimal concentration for protective effect. Methods:The mice model
of acute repetitive hypoxia was reproduced and BHP was prepared. BHP was added into the cultures of 4~5 day differentiated
PC12 cells and the final protein concentrations of BHP were 1.0.10.0.100.0 wg/ml(BHP groups) respectively. Brain tissue ex—
tract of normal mice(BN) at the same three protein concentrations were used as controls(BN groups) and PBS solvent control
groups were also prepared in which only PBS was added(PBS groups). Then differentiated PC12 cells were cultured in hypoxia
(2%0,). After 24,48,72 hours’ hypoxia, colorimetric method(ODsyy,) of tetrazolium salt MTT staining was adopted to determine
cell viability and lactate dehydrogenase(LDH) leakage assays were also conducted at the same time. Besides, apoptotic per—
centages at late stage(72 hours’ hypoxia) were detected. Results:Afier 24 hours’ hypoxia,ODspy,, values of BHP groups with
protein concentrations being 10.0.100.0j.g/ml were significantly higher,but their LDH leakage percentages were significantly
lower than those of BN groups with the same protein concentrations and of hypoxic PBS group. With hypoxia prolonging, BHP
gradually lost the protective effect. At the time point of 72 hours’ hypoxia, ODsyy, values of only BHP group at 100.0 . g/ml
protein concentration was significantly higher than that of the corresponding BN groups, its LDH leakage percentage and apop—
totic percentage was significantly lower than those of the hypoxic PBS group. Conclusion:The effects of BHP on tolerance of
differentiated PC12 cells to hypoxia depend on its concentrations and on its treating time. Besides,BHP at final concentration of
100.0 . g/ml protein showed steady, prolonged protective effect.
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%5 BHP.BN *k&E .44 PC12 AR HIAT- AR (X +5,n=3)

EAWKE (ng/ml) PBS XjRE4
PR (%)
1.0 10.0 100.0 NPBS HPBS
BN 4 4597 +7.48 44,58 +7.44 42.87 + 6.48 26.70 + 4.36 47.28 + 4.66%
BHP 44 4415+ 8.15 42.16 + 6.65 37.24 + 3.60*

2P<0.05 5 NPBS 4 H.4S; *P<0.05 5 HPBS 41 H# .
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HAWEH 3.2mg/ml LA LA, TEBRE 24 .48h Xtk
AMZARAE R ER , 7ZEBE 72h XX 40 M R
PYEF S BN TR EFER ; WA H S0k E
4 0.8mg/ml B, 7EBREE 24 .48 .72h X% 40 M 5A 17
PER(ERS X kRE), FHit, BHP X5 & 40 LA
YE R AE R R B B BA B b A7 7E 2 SRS , TE L R
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