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Aberrant NF-kB signalling appears to play a key role in the pathogenesis of chronic lymphocytic C ical Path N ical Path
leukaemia (CLL), including several recurrent genetic mutations in NF-kB-activating genes®-3. B?&?&L(;:NFRE‘JILY:V cggt;;::Ar;lc:’Rr}:;aNK/z;3:vay _ . . We evaluated three NIK inhibitors, CW15337, Amgen16 and B022, in the MEC-1 cell line and in primary CLL
Furthermore, constitutive NF-kB activity is associated with a more aggressive diseasel4 and is Zf::\eo:‘g‘g;’::;’;’;‘;c::‘:gﬁ::lmg samples. We compared our findings with those obtained using ACHP Hydrochloride, a dual IKK and IKKa MEC-1 cells /Transwell insert o ® ‘. °
implicated in the development of resistance to both ibrutinib and venetoclax>. NF-kB signalling can be Canonical: under resting conditions inhibitor. pical chamber Nor_:_rﬁi_g_rEfEJEEIIs
divided into two distinct pathways; both of which regulate a number of essential cellular processes NEM L'Z'is/;ii';is Zilfﬂ/gi(ﬁoigﬁzrylates To establish toxicities, MEC-1 cells and primary CLL cells were incubated at 37°C with serial dilutions of the o * /Harvested to measure viability
(Fig. 1). Although inhibiting NF-kB signalling is a potentially attractive therapeutic approach, direct — IKBay, a”OV'ving RelA/p50 to enter the drugs for 48h then cell viability was assessed using annexin V and 7-AAD labelling. . o ¢ ° o

: : : ) : L : IKBa 0 S I U I
z:2rtn;iﬁzlic:ifiz?arfee;Togxic:;ttiz:_ canonical NF-«B pathway (eg., using IKKP inhibitors) has so far fallec | RelA/p50 ———I Rela/p50 / ?aucifrisfz:gaan%:iiati?;rf;ﬁ;zn To invgstigate the impact of NIK inhibition in culture cohditions r.esembling the. lymphoid -nic,:h(?, MEC--l cells e o © \ Porous membrak )

Non-canonical: NIK is stabilised by and primary B cells were co-cultured on CD40L-expressing 3T3 fibroblasts, designed to mimic interactions |Basal chamber @ ® ° -

Here, we investigated the potential for selectively targeting non-canonical NF-kB, by inhibiting its Degradation RelB/pS2 gﬁfﬂﬁfﬁfﬁfﬁﬁl’i@f”o with activated T cells in the lymph node environment>. X ° 24h e
central kinase, NIK (NF-kB inducing kinase). Given that NIK expression levels are very low under - ~——/ T~ - #/—— TN pgggptho“sf'z""“osnzj‘;dlE‘;’mcessmg of Cell cycle analysis was performed on MEC-1 cells treated with serial concentrations of the drugs for 24h. Migrated cells
normal physiological conditions, and constitutive activation is common in pathological contexts®, NIK /&{0&’ RelA/pS0 | [~ h /(}4,/ RelB/pS2 | [ A ﬁeteroziiqeéspenterethe nucleus and Cells were fixed with ethanol then stained with propidium iodide.
may represent a tumour-selective therapeutic target. We hypothesised that NIK inhibition may be a N ¥ act as the transcription factor for . , L : ' , ; igrati ; i i i , i
pro»:nisliong strategy in the treatment of CFI)_L by prefgerentiallyytz rgeting CLL cells in the Iymphoidytissue Inflammation-,r?e:lgr:er:ni?a:(:: cell survival |nﬂammation,T?eﬁgﬂni?aTs: cell survival non-canonical NF_?(B signalling. Tl’anSV\;e” mse;tjs \cljvere ;\JSEIS tOISt;\de Lhe N thidrugljon MEcj:' o Eretion (72 ). 100ne/mL E;gsjiﬁamsgr}::g"r;?le%rigﬁ; ;s;?gxsgt:;eg;m?ggi:;sluxzzedde:te?r:fsgzn;jlr:se?l?:gigltlzaﬁfr&?:;jironfil:eln -
environment where they are particularly reliant on non-canonical NF-kB signalling. CXCL12 was added to the basal chamber to create a chemokine gradient. apical chamber with annexin V and 7-AAD.

Results: drug cytotoxicity

Results: NF-kB expression (Western blot)

Results: cell cycle analysis

Results: cell migration
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Figure 4. Comparative dosg response curyes to different concenfcratlc.ms drugs in monoculture and CD40L co- A) Example of cell cycle distribution at increasing concentrations of Amgen16.
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