Legends to supplementary material

Supplementary material 2:  3D  model  of  the  ovine  pelvis
3D  model:  3D  reconstruction  of  the  ovine  pelvis  with  relevant  structures,  which  can  be  added  or  removed  at  convenience  (3D  PDF  file).  Grey  –  bones,  violet  -  broad  sacrotuberous  ligament,  red  –  intrapelvic  part  of  the  obturator  externus  muscle,  purple  –  coccygeus  muscle,  pink  –  levator  ani  muscle,  solid  pink  –  external  and  internal  anal  sphincter,  yellow  –  urinary  bladder  and  urethra,  brown  –  rectum  and  anus,  levander  –  vagina  and  uterus.    Copyright:  UZ  Leuven.  

Supplementary figure 3:  T1  weighted  MRI  of  the  ovine  pelvis:

(1):  Sagittal  midline  section.  P  pubis,  S  spine.  Yellow  dashed  lines  mark  section  in  which  panel  2,  3,  4  and  5  were  made.  

(2):  Coronal  section.  Attachments  of  the  levator  ani  muscle  (arrows)  to  the  tendinous  arc  of  the  levator  ani  (asterisk)  and  to  the  perineal  body  (PB).  B  bladder,  U  urethra,  UH  uterine  horn,  V  vagina

(3):  Coronal  section.  Attachment  of  the  levator  ani  muscle  (circle)  to  the  rectum  (R).

(4):  Transversal  section.  Attachment  of  the  levator  ani  (asterisk)  to  the  tendinous  arc  on  the  fascia  of  the  intrapelvic  part  of  the  external  obturator  muscle  (EOM).  The  muscle  visible  more  dorsally  is  the  coccygeus  muscle  (CM).  The  CM  originates  on  the  lateral  aspects  of  the  coccygeal  vertebrae  (S  spine).
(5):  Transversal  section.  Arrows  indicate  the  levator  ani  muscle,  with  its  attachment  (circle)  to  the  rectum  (R).  The  most  dorsal  part  of  the  muscle  is  also  attached  to  the  spine  (S).

Supplementary figure 4: Histology  of  the  ovine  pelvic  floor
(1)  A  cranial  view  on  the  ovine  pelvic  diaphragm.  Specimen  orientation  correlates  with  its  position  in  a  naturally  standing  animal,  i.e.  rectum  (R)  on  top.  Below  are  the  vagina  (V)  and  urethra  (U).  The  parietal  peritoneum  and  retroperitoneal  areolar  tissue  were  removed  to  expose  the  levator  ani  (LAM)  and  the  coccygeus  (CM)  muscle,  the  urethralis  muscle  (UR),  and  the  tendinous  arc  of  the  levator  ani  (red  dashed  line).  Rectangles  refer  to  corresponding  microscopic  images  in  panel  B,  C  and  G.

(2)  The  ventral  vaginal  wall  1  cm  above  the  external  urethral  os.  The  vaginal  lumen  is  at  the  top,  partly  visible  in  a  vaginal  squamous  epithelial  fold;  the  urethra  is  below  the  section.  One  can  discriminate  from  top  to  bottom  the  epithelium,  the  vaginal  muscularis,  en  the  urethral  muscularis.  

(3)  Caudal  part  of  the  dorsal  vaginal  wall  1  cm  above  the  hymen.  The  lumen  is  at  the  bottom,  delineated  by  the  squamous  epithelium.  Above  is  superficial  circular  oriented  muscular  layer  and  a  longitudinally  oriented  second  muscular  layer,  and  an  adventitial  layer.  Rectangles  indicate  the  areas  further  magnified  as  D  and  E.

(4, 5)  Immunohistochemical staining for  ER-α in   the  vaginal  epithelium (4) and muscularis (5),  magnification  (x400)  

(6)  Cranial  part  of  the  dorsal  ovine  vaginal  wall  1cm  below  the  cervix.  The  lumen  is  at  the  bottom,  delineated  by  the  squamous  epithelium,  and  at  the  top  is  the  peritoneum  of  the  cul-de-sac.  The  *  indicates  a  more  extensive  dense  smooth  muscle  than  in  areas  lower  in  the  vagina.  

(7)  Low  magnification  of  a  transverse  section  from  the  rectum  (left)  to  the  arcus  tendineus  (right),  to  which  the  levator  ani  muscle  (LAM)  inserts  (#).The  dark  blue  line  is  a  fascia  covering  the  single  obturator  muscle  on  its  intrapelvic  course  (OM).  The  LAM  medial  insertion  is  between  the  external  (EAS)  and  internal  (IAS)  anal  sphincter.  The  dotted  line  indicates  the  retractor  clitoridis.  

(8) A  high  magnification  of  the  attachment  of  the  LAM,  demonstrating  ER-α  positive  fibroblasts.  
(9)   A detail of  the  fascia  pelvis  covering  the  LAM  indicating  its  composition  of  fibrous  and  smooth  muscle  tissue.

