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JivE: NEIEAN Hela i MG-132(0.5-30 1 M) 463 24 h, {§] MTT J7iia AR I AEKAMBIE DL . S5 R MG-132 575 K
TEHLM] Hela ZHARZE K, 1C504909 5 uM, [1]753%: il BRI40AE NCI-H2452 JT] MG-132(0.25-2 u M) 422 36 h, 1]
Western Blot J7 il # s 2 (I 3RIA K F . S5 8. MG-132 &£ 5 NCI-H2052 4iiffi ' caspases 3. caspases 7. Bid 1 PARP
[IYIEl, %545 caspase kgt o, [2] k. AR AN MeWo ] MG-132 (0.01-1 u M) b3 24 h, {#if] Flow
Cytometry J7 VLA AL NG L. 45 38 . MG-132 55 MeWo 4H A fr 41 Al J& ST BH A 7E G2 3. [3]

J5 ik U A GBS E, % MG-132 (1 mg/kg) Ik 45 4% NS B8 Hela. CaSki 2% C33A [¥) C.B - 17/lcr -
scid/scidlcl /MR, BEAPEIK, FEEURE . SR MG-132 J697 RS0 v s AR K, RIAFE Ry B BUMR . [4]
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(AAB) [IRR, FER—I, 8. SiR: MG-132 7 BE S T AAB KR I ZC O UM A L 7200 5 i/ S AT
iéig;ti I:IE,] BRI T e s RP IR EAR R BE S, JEHEIN T 4810 . MG-132 37 F] 2 25 0% AAB K B ERK1/2 FT INK1 2 {h /K
T [5

Male Sgra ue-Dawley rats (8 weeks old, 180-230 g) were used to establish a pressure-overload model as
described previously. All animals were separated into four groups (10 rats per group): (i) vehicle-treated
sham group; (ii)) MG132-treated sham group; (iii) vehicle-treated abdominal aortic banding (AAB) group; and
(iv)MG132-treated AAB group. Under intraperitoneal pentobarbital (50 mg/kg) anesthesia, AAB was created
using a 5-0 suture tied twice around the abdominal aorta in which.a 21-gauge needle was inserted. The
needle was then retracted yielding a 70 - 80% constriction with an outer aortic diameter of 0.8 mm. In the
sham surgery rats, the same surgery was performed as described above except the aorta was constricted. At
Day 3 after the surgery, MG132-treated rats were intraperitoneally injected with 0.1 mg/kg/dasof MG132 for
8 weeks. All control animals were injected with a corresponding volume of vehicle only (0.1% DMSO) [4].
Sixteen-week-old male CD1 mice were used for all our experiments. Thirty minutes before the
immobilization procedure, 0.1 mg/kg of buprenorphine was administrated IP. The mice were then
anesthetized using isoflurane. The right hindlimb was immobilized as previously described. Briefly, the
hindlimb was immobilized 7 days by stapling the foot exploiting normal dorso-tibial flexion using an
Autosuture Royal 35W skin stapler. One tine was inserted close to the toe at the plantar portion of the foot
while the other was inserted in the distal portion of the gastrocnemius. The other hindlimb was used as a
control. During the immobilization period, the mice were injected subcutaneously with MG132 (7.5
mg/kg/dose) or vehicle (DMSO) twice daily. DMSO containing or not MG132 was diluted in sterile pure corn oil
(1:100, injected volume 150 1 L). After 7 days, the tibialis anterior (TA) muscles of immobilized and non-i

The effect of MG132 on Hela cell growth was determined by trypan blue exclusion cell counting or

measuring MTT dye absorbance of living cells as previously described. In brief, cells (5x10"5 cells per well)
were seeded in 24-well plates for cell counting, and cells (5x10" 4 cells per well) were seeded in 96-well
microtiter plates for the MTT assay. After exposure to indicated amounts of MG132 for 24 h, cells in 24-well
plates or 96-well plates were collected with tprklpsin digestion for trypan blue exclusion cell counting or were
used for the MTT assay. Twenty microliters of MIT solution (2 mg/mlin PBS) was added to each well of 96-well
plates. The plates were again incubated for 4 h at 37?C. MTT solution in the medium was as[;:irated off and 200
u L of DMSO was added to each well to solubilize the formazan crystals formed in viable cells. Optical density
was measured at 570 nm using a microplate reader. Each plate contained multiple wells at a given
expgrime?ta]\l condition and multiple control wells. This procedure was replicated for 2-4 plates per
condition [3].
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