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INTRODUCTION RESULTS
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occurs remains unknown, but may involve limiting production of key downstream Bl e MCP-1 protein secretion (ng/mi) i = e
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In this study, we sought to determine the mechanism by which statins disrupt
transendothelial migration using SV40-transformed peripheral nerve microvascular SRGEL B, B i 47 - . . . . . . . . - TR - -
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complete culture media containing G418 (200 pg/ml). G418-resistant cell lines were TNF-o." - + + + + TNF-au: - + + + + GGPP:- - - 4 - FTL277: - - - 4 S GGTI-298

TNF-oi- 4+ 4 - ) TNF-o: - + + + +
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immunocytochemical characteristics of primary PNMEC cultures was expanded and Effect of overnight pretreatment with vehicle (veh, 0.01% ethanol), lovastatin (Lov, 10 puM), simvastatin (Sim, 1-20 uM, + 10 uM GGPP), or pravastatin (Prav, 10 uM), on TNF-a (10 Effect of pretreatment with vehicle (0.6% DMSO) or direct inhibitors of geranylgeranylation (GGTI-298, 0-20 uM) or farnesylation (FTI-277,
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with Bonferroni’s post-hoc analysis. compared with vehicle pretreated TNF-a control; one-way ANOVA with Bonferroni’s post-hoc analysis.

Treatments: Confluent cultures were treated with media alone (vehicle control) or with

TNF-a as indicated. In some cases, cultures were pretreated (1-16h, as indicated) with
vehicle (0.01% ethanol or 0.5% DMSO), lovastatin, simvastatin, or pravastatin, with a direct

inhibitor of geranylgeranyl transferase-1 (GGTI-298) or farnesyl transferase (FTI-277), or . . . . . . . Fiaure 8. GGTI-298 disrupts intracellular MCP-1 protein Figure 9. Cdc42 facilitates TNF-a mediated
with selective GTPase inhibitors (NSC23766, ML141, or C3 exoenzyme) as specified. Figure 7. Disruption of geranylgeranylation attenuates transendothelial migration g distributie)n  PNMECS P increases in MCP-1 protein secretion

Immunocytochemistry: Cells were cultured on collagen-coated coverslips, fixed, blocked, 200-
and incubated overnight at 4°C in the presence of mouse anti-Von Willebrand factor (VWF,
1:50 dilution), mouse anti-PECAM-1 (CD31, 1:100 dilution), or rabbit anti-MCP-1 (1:200
dilution) primary antibody. Immunostained cells were incubated for 1h at 23 C in the
presence of AlexaFluor-488 conjugated goat anti-mouse secondary antibody (1:1000
dilution) or FITC-conjugated goat anti-rabbit secondary antibody (1:100 dilution),

respectively, and counterstained with DAPI.
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and 5.0 ug reverse transcribed using Super Script Il First-Strand Synthesis system. MCP-1 - '
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g . : : PNMECs were pretreated overnight without (DMSO, 0.6%) or with GGTI-298 (10 uM) (A) followed by incubation with TNF-a (10 ng/ml, 4h). Conditioned Pretreatment: - Vehicle 10 pM GGTI-298 . . —
and GAPDH specmc CDNA sequences were amp“fled by real-time (lQ SYBR Green) media containinrg); MCP-1 (£ an I\?ICP-l neutializing antibody, B) was transferred to the lower chamber of a Transwell plate (depicted in C). Monocytes 10ng/mITNFo: - + * Effect of pretreatment with selective GTPase inhibitors on TNF-a (10 ng/ml,

quantitative RT-PCR using a I\/Iini-Opticon PCR detection system with published rat-specific migrated (4h) into conditioned media across a monolayer of PNMECs (see C). Migrated cells were counted with a hemocytometer. Data shown are the 4h) mediated secretion of MCP-1 protein. Data shown are the means + SEM

_ . - . : ) ) : : trib it : N=3-6 cultures); *, p< 0.01 versus vehicle pretreated TNF-a control; one-
- - P IRRE means = SEM (N=6). *, p<0.01; one-way ANOVA with Bonferroni’s post-hoc analysis. Effect of GGTI-298 pretreatment (10 uM, 16h) on TNF-a (10 ng/ml, 4h) mediated expression and distribution of intracellular ( _ - _
primer pairs. GAPDH was used as a reference control. For each sample, the specificity of MCP-1 protein. Arrows indicate punctate, vesicle-like structures. way ANOVA with Bonferroni’s post-hoc analysis.

the product was determined by melt-curve analysis. The endogenous expression of
GAPDH was unaltered by drug treatment. Relative fold-changes in MCP-1 mRNA content
were normalized to expressed levels of GAPDH using the 2-22¢T method of Livak.
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TNF-a dependent enhancement of MCP-1 protein release from
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