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« CXCL12/CXCR4 signalling is crucial in regulating cancer metastasis.
 Downstream signalling upon receptor internalisation is a possibility

to tune responsiveness to ligands for the development of precision

medicine. Recycling

Aim: To investigate the downstream roles of protein kinase D

(PKD) in CXCL12/CXCRA4 signalling using breast cancer MCF-7

cells and leukaemic Jurkat cells.
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o CNERA e rose MCF-7 and Jurkat cells express CXCR4 and caveolin-1.
(4G10) AL=F // Alexa-488 : : ~
N-terminus Rabb|t : Eg:gacl'ﬂ'l MCF'7 : EE:Sgacltrl Jurkat
a-Cav-1 Goagb . M ] I'Jﬁ'l
Ab a-rabbit <1 vl ] L
= ] | N
7% FIC ] "" ) - j H'y
2N N ‘ ‘1’ 1 ( |
o |: HI’ Li : [
“1- ! H.4| ‘ o
~ o W U " . || I'l.
] .,-"-v‘f.I 1iIh'l'r--«-. A ,r-fr} '
CXCR4 Caveolin-1 —}I ' ' ' —————————————
CXCR4
§ @ Figure 1: Expression of CXCR4 receptors in MCF-7 and Jurkat cells by flow cytometry
e & _
‘. . t M reg ctrl MCF-7 1 I Neg ctr Jurkat
@ | Ebasal 7 O Basal
@ ? lil - |f|
o~ || | |,1| |l
~ i i |
¥ _ w |- i,| 1'% : ’d\ i,w
= q, L 1 ¥\
Laser b \ | Ol ."'J | _ : l’li“l
@ Flu é)il’ger?aclent » Detector H= : "‘ ;ﬂ_i |“J "||rill
. 'ﬁ"f:n. —rrr Tlm:‘“’."h'm.' e . .‘...7..*."'”':] e ..lh}“'.“i."f. e
—
L Cav-1
Flow cytometry Fluorescence imaging Figure 2: Expression of caveolin-1 (Cav-1) in MCF-7 and Jurkat cells by flow cytometry

PKD inhibitors do not block CXCR4 internalization in both cell lines. Cholesterol-removal agents inhibit CXCR4
internalisation in Jurkat cells, but not in MCF-7 cells.
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Figure 4: Expression of CXCR4 receptors in Jurkat cells treated with inhibitors and stimulated with CXCL12 by flow
cytometry

PKD inhibitors induce stress fibre formation in MCF-7 cells.
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Figure 6: Actin cytoskeleton in MCF-7 cells visualised by Phalloidin stain (in green), cell nuclei (in blue)
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Figure 5: Cav-1 expression in Jurkat cells relative to unstimulated

Conclusion

 PKD has no direct effect on CXCR4 internalisation.

e (CXCR4 internalisation in Jurkat is caveolin-dependent.

* PKD might regulate Cav-1 expression during CXCR4
trafficking in Jurkat cells.

 PKD possess inhibitory effects on cell motility by
regulating actin polymerisation in MCF-7 cells.




