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Table S1: Source and specifications of antibodies used in piglets’ intestine



	Antigen
	Source
	Catalogue #
	Host
	Primary antibody dilution

	HOPX 
	Santa Cruz
	Sc-30216
	Rabbit
	1:500

	SOX9 
	Millipore
	Ab5535
	Rabbit
	1:1000

	CASP3
	Cell Signalling
	9661S
	Rabbit
	1:2000

	PCNA 
	Millipore
	MAB424R
	Mouse
	1:1600


HOPX: homeobox only protein; SOX9: sex-determining region Y-box9; CASP3: cleaved caspase 3; PCNA: proliferating cell nuclear antigen.
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Figure S1: Rabbit secondary antibodies controls, performed following the same staining protocol described in the main text but omitting the primary antibody; piglets’ duodenum (A-B), jejunum (C-D) and colon (E-F).
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Figure S2: Mouse secondary antibody controls, performed following the same staining protocol described in the main text but omitting the primary antibody; piglets’ duodenum (A-B), jejunum (C-D) and colon (E-F).
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Figure S3: Several branched crypts were present in the colon epithelium (arrows) at early stages of life, (A new-born; B suckling), whereas were not observed in weaned piglets (C). Haematoxylin-Eosin staining.
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Figure S4: Representative picture of a Landrum’s phloxine tartrazine staining of piglets’ intestine, specific for acidophilic secretory granules that characterize typical Paneth cells. Both in duodenum (A) and jejunum (B) sections we were unable to detect cells that shows apical small acidophilic secretory granules in the crypts (scale bar 50 µm).
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Figure S5: Periodic acid–Shiff (PAS) staining of goblet cells in piglets’ small intestine and colon. Goblet cells were found along the villi and within the crypts (A, new-born duodenum; B. weaned jejunum; c, suckling colon). 









[image: ]Figure S6: In new-born piglets’ small and large intestine nucleus is localized surprisingly in the apical part of the cytoplasm (A duodenum; C jejunum; E colon) whereas, we observed the nucleus in the basal part of the cytoplasm starting from suckling stage (B duodenum; D jejunum; F colon). Arrows point to clear examples.




	
	Duodenum
	
	Jejunum
	                        Colon

	Stages of Life
	Enterocytes 
length (μm)
	
	Enterocytes 
length (μm)
	
	Enterocytes
length (μm)

	Newborn
	20.31  0.71
	
	20.12  1.4
	
	20.38  1.25

	Suckling
	20.64  1.07
	
	20.5  1.14
	
	20.72  1.28

	Weaned
	20.10  1.12
	
	20.3  0.88
	
	20.35  1.66


Table S2: Measurements of small and large intestine enterocytes’ length in newborn, suckling and weaned piglets1
                                                        


1 n = 6/each age
Values are expressed as means ± SD, no significant differences were observed P>0.05
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Figure S7: Absolute volume of HOPX+ (homeobox only protein) (A) SOX9+ (sex-determining region Y-box 9) (B) cells and SOX9: HOPX ratio (C) at different ages in piglets’ intestine. a-c Different superscripts within the same histogram indicate significant differences (P<0.05)
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Figure S8: Absolute volume of PCNA+ (proliferating cell nuclear antigen) (A) and CASP3+ (cleaved caspase-3) (B) cells and PCNA: CASP3 ratio (C) at different ages in piglets’ intestine. a-c Different superscripts within the same histogram indicate significant differences (P<0.05).

Suckling
Newborn	

Weaned	a
b
b

0.2	0.4	0.91	0.2	0.4	0.91	Duodenum 	Jejunum	Colon 	0.64	2.14	2.57	
HOPX μL/cm



a
a
a

9.74	5.26	12.4	9.74	5.26	12.4	Duodenum 	Jejunum 	Colon 	40.28	21.25	34.31	
SOX9:HOPX ratio 



a
b
b

9.4	1.49	0.38	9.4	1.49	0.38	Duodenum 	Jejunum 	Colon  	31.09	10.37	10.39	
SOX9:HOPX ratio 



a
ab
b

1.32	1.1000000000000001	1.76	1.32	1.1000000000000001	1.76	Duodenum 	Jejunum 	Colon 	17.52	14.31	11.9	
SOX9:HOPX ratio 



Weaned 	a
b
c

2.59	2.39	7.12	2.59	2.39	7.12	Duodenum 	Jejunum 	Colon 	24.67	44.28	80.86	
SOX9 μL/cm



Lactating	a
b
c

15.58	8.07	23.36	15.58	8.07	23.36	Duodenum 	Jejunum 	Colon 	117.22	58.91	211.14	
SOX9 μL/cm



Newborn	a
a
b

3.49	1.78	22.27	3.49	1.78	22.27	Duodenum 	Jejunum 	Colon 	37.93	49.81	212.67	
SOX9 μL/cm



Newborn	a
a
b

0.31	0.32	1.3	0.31	0.32	1.3	Duodenum 	Jejunum 	Colon 	2.17	3.49	17.96	
HOPX μL/cm



a
a
b

0.72	0.28000000000000003	1.72	0.72	0.28000000000000003	1.72	Duodenum 	Jejunum 	Colon 	3.91	5.68	20.27	
HOPX μL/cm



a
b
ab

8.77	19.96	13.46	8.77	19.96	13.46	Duodenum 	Jejunum 	Colon 	206.66	159.55000000000001	177.23	
PCNA:CASP-3 ratio 




a
b
ab

224.04	7.37	26.87	224.04	7.37	26.87	Duodenum	Jejunum 	Colon 	364.89	29.51	136.05000000000001	
PCNA:CASP-3 ratio 




a
b
ab

64.95	9.69	19.63	64.95	9.69	19.63	Duodenum 	Jejunum	Colon 	229.7	81.22	127.86	
PCNA:CASP-3 ratio 



Weaned	a
b
a

0.23	0.13	0.2	0.23	0.13	0.2	Duodenum 	Jejunum 	Colon 	0.23	1.95	0.39	
CASP-3 μL/cm



Lactating	a
b
b

0.32	0.13	0.2	0.32	0.13	0.2	Duodenum	Jejunum 	Colon 	0.87	1.95	1.93	
CASP-3 μL/cm



Newborn	a
a
b

0.09	0.22	8.5000000000000006E-2	0.09	0.22	8.5000000000000006E-2	Duodenum 	Jejunum 	Colon 	0.61	0.82	1.27	
CASP-3 μL/cm



Newborn	a
a
b

13.71	17.3	24.13	13.71	17.3	24.13	Duodenum 	Jejunum 	Colon 	127.43	129.04	226.78	
PCNA μL/cm



Weaned	a
ab
b

19.04	10.72	7.11	19.04	10.72	7.11	Duodenum 	Jejunum 	Colon	55.76	85.47	49.86	
PCNA μL/cm



Lactating	a
a
b

31.23	10.1	52.47	31.23	10.1	52.47	Duodenum	Jejunum 	Colon 	143.44	158.36000000000001	249.29	
PCNA μL/cm
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