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monolayers were fixed for 10 minutes with 4% paraformiajdie
(PFA) and stained for 4 min with Groat Haematoxylin.
Pictures were taken using a 4x objective (microscOpgnpus 1X81) at day 0 (day of
wounding) and at day 3 and wounded areas measuried) hotoshop softwaté
Wound healing was assessed as the percentage rebpithelialised area at day 3 as
compared to day O.
To evaluate the wound healing ability of myeloidls;ePBMCs, CD14 or CD14 cells orM!
isolated from CD patients or HD were added at daynQifferent M!: Caco.2 ratios (1:5,

1:10, 1:100) on top of wounded epithelial monolafer

Fig. 1-In vitro wounding assay

a) Ourin vitro model
b) Representative pictures of wounded monolayers taken at day 0 (uppendoat)day 3 (lower row). The left
column represents the negative control; the right column is the posititelc

Flow cytometric analysis ofV

M! were surfacestained with monoclonal antibodies to CD14 (clonesBd, BD
Biosciences), CD11b (clone ICRF44, BD Biosciences), CDltlone B-ly6, BD
Biosciences), CD16 (clone 3G8, BD Biosciences), HLA-DRr{e G46-6, BD Biosciences),

CD33 (clone WM53, BD Biosciences), GZR1 (clone 2A9-1, MBL), CD116 (clone















IFX=infliximab
MTX= Methotrexate
UN= Unknown

Table 1-Patients’ baseline characteristics.




Fig.2- No effect of HD PBMCs on epithelial cell repair with (n=6).
Eachdot represents a single HD tested in separate experiments
a) HD PBMCs were added at increasing concentration

b) HD PBMCs were added after magnetic sorting for CBL€D14

**p<0.005
*xp<0.0005







*p<0.05
**p<0.005

***p<0.0005

Fig.3- Amelioration of repair with HD M (n=5)
a) HD M! were added at increasing concentration.
Each dotrepresents a single HD tested in separate
experiments

b) Representative pictures of wounded monolayerg
taken at day O (upper row) and at day 3 (lower row
The left column represents the negative control; thq
right column is the experimental condition with°10
HD M!

c) 5x10° HD M! (n=4) were stimulated for 24 hrs
with HKEc, LPS, CpG ODN or not stimulated (NA)
and then added in the assay. Eachreptesents a
single HD testedh separate experiments.




Fig.4- CD (n=22)M exhibit a deficient
pro-repair function as compared to HD

(n=14).
Each dotrepresents a single individual
tested in a separate experiment

****p<0.0001



Fig.5-M from CD patients in acute
phase (A CD, n=11) exhibit a worse
repair function than M of CD in
remission (R CD, n=11).

Each dotrepresents a single individual

testedin a separate experiment

*p<0.05
#*p<0.005
*+40<0.0005
*irkn<0,0001




*p<0.05
*p<0.005

***p<0.0005
****p<0.0001

Fig.6- UC M larelable to induce wound healing
Each dotrepresents a single individual tested in a separate experiment

a) UCM! (n=7) tested at increasing concentrations

b) UC M! (n=10) repair better than Ci! (n=22), and as well as H&! (n=14)

¢) Comparison of all groups tested: HD (n=14), RCD (n=10), ACD (n=11), RUC (n=7), AtE) (




Fig.7- Phenotypical characterization of macrophages
M! from HD (n= 6) and CD (n=9) were compared by flow cytometry. Nassizlly significant

difference was found




*p<0.05
**p<0.005

Fig.8 -HD M larelable to induce wound healing without contact with ECs

a) Model of transwell: HDM! are added in the upper chamber, while Caco.2 cells lie in the
lower chamber

b) HD M! (n=4) induce repair without contact with Caco.2 cells

Each dot represents a single individual tested in a separate exyerime







Fig.9- Relationship between F-actin

expression and wound healing.

One exampl®ut of 3 separate
experiments is represented
a) Quantification of--actin expression

in the purse string.
b) Percentage of restitution in the samg
experimental setting

***p<0.0005

Fig.10-F-actin expression with
immunofluorescent staining

a) Negative control (DMEM 0.5%FCS) ‘/
b) Wounded Caco.2+ 101! . The

purse string and the actin cytoskeleto

arevisible (white arrows)

c) Detail of b) to highlight the formatio \
of the lamellagwhite arrows)




Fig.11- Proliferation at wound hedge with Ki-67

One exampl®ut of 5 separatexperiments is represented.
Ki-67" cells are proliferating cells.

a) Negative control (DMEM 0.5%FCS)

b) Wounded Caco.2+ 1o/!.

c) Relative quantification of the number of Ki-Glls







*p<0.05
**p<0.005

Fig.12- Ability of HD M differentiated in presence of rh-GM-CSF (a) or anti-GM-CSF () to induce

wound healing.
a) No difference in repairing @iy is found for 16 HD M! (n=8) differentiated or not (NA) with rh-GNLSF

b) No difference in repairing ability is found forLBHD M! (n=7) differentiated or not (NA) with anti-GM-

CSF. Goat serum was used as a control.
Each dotrepresents a single individual tested in a separate experiment.
The same set of experiment was performed also for'4add® 16 M!, and produced similar results.




*p<0.05
**p<0.005
*kp<0.0005

Fig.13- Addition of GM-CSF during differentiation of M coming from patients in active phase ameliorateg
their ability to promote wound healing

a) Percentage of wound repair wite® M! from CD patients (n=8) differentiated (rh-GM-CSF)mmt (NA) with GM-
CSF

b) Percentage of wound repair with®1d! from CD patients in acute phase (A) (n=7) or in remisgR)N(n=7) and
differentiated (rh-GM-CSF) or not (NA) with GM-CSF




Fig.14- Percentage of survival at day 5
ofM (1M perwell) differentiated

or not with anti-GM-CSF (n=7) or rh-
GM-CSF (n=10)

*p<0.05

Fig.15- Giemsa stained Cytospin preparation

of day 5M differentiated with anti-GM- CSF
or with rh -GM-CSF

a) Control, b) anti-GM-CSF, c) rh-GM-CSF



Fig.16- Percentage of repair induced by
different concentrations of rh-HGF

*p<0.05
#0<0.005
*#+n<0.0005




Fig.17-HGF production by HD and CD M
a) HGFlevels in supernatants of AM! at d5 of differentiation from HD (n=8) or CD patients (n=1

measured by ELISA
b) relative HGF mRNA expression of 2M! at d5 of differentiation from HD (n#) or CD patients

(n=10) measured by gPCR




Fig.18- HGF levels in supernatants of d3 co-

culture of wounded Caco.2 cells + oM from
HD (n=9), CD (n=13) or UC (n=4)




Fig.19- mRNA expression of hgf and c-Met in
Caco.2 celland'M

a) mMRNA expression of-metand hgf in relation to
housekeeping gene ALG9 in Caco.2 cells

b) mRNA expression ofhgf in M! at d5 of

differentiation from HDs or from RCD or ACD (n=5)
¢) mRNA expression ofc-Met in M! at d5 of
differentiation from HDs or from RCD or ACD (n=5)







#1<0.005
#+n<0.0005

Fig.20- Inhibitory effect on wound
healing of cMet inhibitor PHA665752

This figure includes data from 4 separd
experiments Dimethyl sulfoxide PMSO)
was used asontrol as PHA is reconstitute
in DMSO.

Fig.21- Inhibitory effect on the HD
M (n=7) pro-repair activity of c-Met
inhibitor PHA665752

Each dotrepresents a singiadividual
testedin a separate experiment



Fig.22-CD68 and HGF expression in serial sections of colonic biopsies from HD

a) CD68 at 10x magnification (scale bar 100 pum) b) HGF at 10x magnification

c¢) Double staining CD68-HGF 10x magnification  d) Negative control at 10x nmzagiofi
e) CD68 at 40x magnification (scale bar 10 pm), white arrows pointing divpalls

b) HGF at 40x magnification (scale bar 10 um), white arrows pointipgstive cells



Fig.23- Amelioration of repair with HD
IMACs (n=7)

Each dotrepresents a single HD tested in
separate experiments

*p<0.05
#p<0.0005




*p<0.05
#1<0.005
#n<0.0005

Fig.24-CD IMACs coming from inflamed ileum cannot induce wound healing

a) CD IMACs from noninflamed colon can induce repair, while those from inflamed ileum can
In this experiment each dot represents a single wound.

b) Preliminary comparison between HD IMACSs, nioflamed colon CD IMACs, inflamed ileum

CD IMACs.




Fig.25- HGF levels in supernatants of d3

co-culture of wounded Caco.2 cells + f0HD
IMACs (n=5)

Fig.26- Inhibitory effect on the HD
IMACs (n=3) pro-repair activity of c-Met

inhibitor PHA665752














































