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Effects of EBC-46 on Fibroblast Proliferation & Viability Effects of EBC-211 on Fibroblast Proliferation & Viability
« The novel epoxy-tiglianes, 12-tigloyl-13-(2-methylbutanoyl)-6,7-epoxy-4,5,9,12,13,20- (Average +/- SE, N=3) (Average +/- SE, N=3)
hexahydroxy-1-tigliane-3-one (EBC-46) and a less active related compound, 12- . Both EBC.46 & ERC.211 O - L
tigloyl-13-(2-methylbutanoyl)-5,6-epoxy-4,5,9,12,13,20-hexahydroxy-1-tigliane-3-one are cytotoxic o w, ; ey | e
(EBC-211), occur within seeds of the Fontain’s Blushwood Tree, indigenous to fibroblasts at 100 pg/mt— ey || —
Queensland’s tropical rainforest?. . EBC-46 significantly e
: : : : reduced fibroblast — ®- ' |
* EBC-46 s currently being c!eyeloped as an anti-cancer agent by Austrgllan oroliferation  at  1-10 i ]
biotechnology company, Qbiotics (www.gbiotics.com/), for the intra-lesional ug/mL. - =
treatment of cutaneous & sub-cutaneous tumours in humans & animals?. CBC.o11 — o -
. - significantly ©
« In veterinary clinical trials, exceptional dermal wound healing responses, fed:{]gedt_ {ibf%bllafg 0 3
. . - - . . rolireration a A- |
characterised by accelerated re-epithelialisation, closure & reduced scarring, have Eg,mL
. . . ) 0 - ! ! ! ! ! ’ 0 ! ' ! ' ' ! '
been consistently observed following tumour ablation by EBC-462. Lo L e ™
Effects of EBC-46 on Fibroblast Wound Repopulation (N=3) Effects of EBC-211 on Fibroblast Wound Repopulation (N=3)
° \0/\ > + EBC-46 & EBC-211 exert
| X HO no significant effects on
Fontainea EBC-46 EBC-211 dermal fibroblast

migration & scratch

pircrosperma wound repopulation.
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Effects of EBC-46 on Fibroblast Cell Cycle at T29 Effects of EBC-211 on Fibroblast Cell Cycle at T29
(Average +/- SE, N=3) (Average +/- SE, N=3)
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Deep necrosing facial wound that had been unresponsive to 3 months treatment with current standards of ”
veterinary wound care, resolved following treatment with EBC-46.

 This suggests that EBC-46 & EBC-211 could offer treatments that abrogate normal &

excessive dermal scarring (fibrosis), evident during clinical situations such as burn
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Injuries, surgical / non-surgical lacerations & hypertrophic / keloid scarring.
* Indeed, as existing clinical therapies are acknowledged to be unsatisfactory for use
need to develop effective therapies which arrest or prevent fibrosis34. =545 ) €50-211 gim)
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« EBC-46 & EBC-211 significantly
delay dermal fibroblast progression
through the cell cycle, supporting
the MTT proliferation data (above).

Oro-facial scar Hypertrophic scar Full-thickness burn Surgical laceration

Examples of clinical conditions associated with normal or excessive scarring (fibrosis), which could benefit
from the development of anti-scarring therapies, such as EBC-46 & EBC-211.

Effects of EBC-46 on Myofibroblast Differentiation (+TGF-B,) Effects of EBC-211 on Myofibroblast Differentiation (+TGF-f,)

0 pg/mL (-TGF-B,) 0 pg/mL (+TGF-B,) 0.001 pg/mL 0 pg/mL (-TGF-B,) 0 pg/mL (+TGF-B,) 0.001 pg/mL

0.01 pg/mL 0.1 pg/mL 1pg/mL 0.01 pg/mL 0.1 pg/mL 1pug/mL

10 pg/mL 10 pg/mL
« EBC-46 significantly inhibited a-SMA
stress fibre formation at 0.1 pg/mL

Aims & Objectives

As fibroblasts are pivotal to dermal healing responses, wound closure & scarring,
fibroblasts & the scar-forming myofibroblasts represent viable targets for the anti-fibrotic
properties of epoxy-tiglianes. Therefore, this study examined the effects of EBC-46 & the
lesser active analogue (EBC-211), on fibroblast proliferation, migration & transforming
growth factor-B, (TGF-B,)-driven fibroblast-myofibroblast differentiation in vitro.

Materials & Methods

« EBC-211 significantly inhibited a-SMA
stress fibre formation at 10 ug/mL only,

only, with cells retaining normal with cells retaining normal
unstimulated dermal fibroblast unstimulated dermal fibroblast
morphology. morphology.

a-SMA Expression in EBC-46-Treated Fibroblasts (+TGF-B,) a-SMA Expression in EBC-211-Treated Fibroblasts (+TGF-,)
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rm‘;/\OH « EBC-46 and EBC-211 significantly inhibited a-SMA gene expression at 0.1 ug/mL & 10 pg/mL, respectively.
H GH;';. -
O or 0.001 — 100 pg/mL CO“CIUSIO“S
 Both EBC-46 & EBC-211 significantly inhibit fibroblast proliferative responses & TGF-B;-
1% FCS 1% FCS 10% FCS 0% FCS driven, fibroblast-myofibroblast differentiation in vitro.

« EBC-46 & EBC-211 have no significant effects on scratch wound repopulation.
 Therefore, findings suggest that epoxy-tiglianes primarily induce anti-scarring

Automated Time-Lapse MTT Assay Flow Cytometry a-Smooth Muscle Actin (a-SMA) responses. by atte_nuz_ating fibroblast_ proliferation_ & TGF-B,-driven, myofib_roblast
Confocal Microscopy (48h) (24 — 168h) (0~ 36h) Immunocytochemistry & dlfferentlatlon, & hlgh_llght t_he p_otentlal of epoxy-tiglianes as novel therapeutics for
RT-gPCR (72h, + 10ng/mL TGF-B,) excessive dermal scarring & fibrosis.
ImageJ Analysis of in vitro Proliferation & Cell Cycle TGF-B,-driven Fibroblast-Myofibroblast * Further studies are elucidating the mechanisms by which epoxy-tiglianes induce these
Scratch Wound Migration Viability Analysis Differentiation

anti-scarring effects.
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