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Fig 4. Human CXCR4MCD5" CLL cells are primed for migration to lymph nodes. Expression of (a) IgM, (b) AID, (c) CCR7 and (d) CXCR5

< : ] .
Y was quantified on subfractions of human PB CLL cells by flow cytometry. n=12 U-CLL; n=11 M-CLL e) Migration towards CCL21 was quantified for
O subfractions of CLL cells. n =12 U-CLL. Bars show meantSEM. *p <0.05, **p <0.01, ***p <0.001, ****p <0.0001 (one-way ANOVA with Tukey’s
6 ; multiple comparisons).
‘“ : Fig 5.
: e. )
: a. b " C. 4000 i d " 3000- * 3000 f'moo_ Ak
: #4 Untreated 40- = Relapsed a * 2500 * = 2500+ )
= : -~ Untreated 30004 — ok T ~ ~. 8007 - I
4 30- = l = 2000+ I L. 20004 l g I
o " * = I = 5 5 600 T
> oo l Ezzooo— 2 1500+ > 1500 T e
Ema-: S E T % 10004 1 8 10004 T S 400-
O, ‘1 107 10007 500 500- ~ 200-
- To mimic the lymph node environment in 7S % | , e N N N o
: _ — " b © N N i i hi lo hi i . fhilohi CXCR4 hilo hi hilo hi CXCR& hi lo hi hi lo h
vItro, huma_n U F:LL cells (n=8) were _ CD5 T ;\:006 5006 ;'\;006 Cc):(gfli{4 Eal ::)I Ei |ho Ir?. :i C():([c):?4 |hc; Ir$| Ei ::I It:: Ei CD54 o m oh lo hi hi cD5  lo hi hi o hi h
seeded on irradiated CD40L-expressing | & & & B Untreated
. ! = Relapsed
3T3 fibroblasts and cultured in the Fig 5. CXCR4"CD5M cells are expanded at relapse and have increased levels of Ki67, AID, CCR7 and CXCR5. (a) CXCR4 and CD5 levels
presence of IL-4 and IL-21 for 9 days. before treatment and at relapse. b) Frequencies of CXCR4°CD5", CXCR4NCD5 and CXCR4MCD5 CLL cells before treatment and at relapse.

Expression of (c) Ki67, (d) AID, (e) CCR7, and (f) CXCR5 was quantified by flow cytometry on subfractions of PB CLL cells before treatment (black)
and at relapse (Grey). Bars show meanSEM. *p <0.05, **p <0.01, ***p <0.001, (RM One-way ANOVA with Tukey’s multiple comparisons). n=4.

~ CONCLUSIONS ACKNOWLEDGEMENTS

1. The CXCR4NCD5" PB CLL cell subfraction contains dividing cells with high expression of CXCR4, CD5, IgM,
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2. CXCR4NCDS5M cells are primed to proliferate in response to LN environmental stimuli suggesting this fraction is flood
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a crucial link in the regeneration of newly dividing tissue CLL cells and plays a key role in the expansion and Wkﬂgmjﬂ!/é 6 cancer
' UK
maintenance of CLL.
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