Supplementary figure 1. Confirmation of specificity of quantitative real-time PCR (qPCR). qPCR data from figure 1 with a molecular ladder are presented in upper panels. The negative control data, in which RT-PCR was run with RNA but no reverse transcriptase, are shown in lower panels. Arrows indicate the product size of Kiss1 mRNA (162 bp).

Supplementary figure 2. Confirmation of specificity of the anti-kisspeptin antibody. Coronal sections from female and male brains at postnatal day 14 were reacted with the Kp10 antibody. Representative images of Kp10 expression in the preoptic area (POA) and rostral and caudal levels of the arcuate nucleus (ARC) of females and males are shown. me, median eminence; 3v, third ventricle. Scale bar = 100 μm.

Supplementary figure 3. Percentage of kisspeptin- cells in SF-1+ cells during mouse pituitary development. Results of double-label immunohistochemistry for kisspeptin (Kp10) with SF-1 were quantitatively analyzed. The numbers of Kp10+/SF-1+ cells and Kp10-/SF-1+ cells in three coronal sections, 30 μm apart, from male mice at E18.5, P7, 714, P21 and 9W were counted, and the sum of cells in the three sections was calculated for each mouse. The percentages of Kp10- cells in SF-1+ cells were determined for each mouse and grouped to provide mean (± SD) values. For each age group, five animals were examined.

Supplementary figure 4. Comparative localization of kisspeptin and proliferating and stem/progenitor cell population in the embryonic pituitary. Mid-sagittal pituitary sections at embryonic day (E) 15.5 and coronal sections at E18.5 were processed for double-label immunohistochemistry for MCM7 (red)/Kp10 (green) or Sox2 (red)/Kp10 (green). Nuclei are stained blue with 4’, 6-diamidino-2-phenylindole. Some sporadic cells containing Kp10 together with Sox2 in the nucleus are indicated (arrows). Scale bar = 50 μm. 

Supplementary figure 5. Characterization of kisspeptin+ cells in the pituitary during postnatal development. Mid-sagittal pituitary sections at postnatal day 14 (P14) and P21 were processed for double-label immunohistochemistry for Foxl2 (red)/Kp10 (green), SF-1 (red)/Kp10 (green), Pit1 (red)/Kp10 (green), LHß (red)/Kp10 (green), Kp10 (red)/TSHß (green), MCM7 (red)/Kp10 (green) and Sox2 (red)/Kp10 (green). Nuclei are stained blue with 4’, 6-diamidino-2-phenylindole. Representative images of the rostral and caudal areas of the pituitary are shown. All images are oriented with the rostral at the left and dorsal at the top. Arrows indicate representative Kp10+/marker+ double-labeled cells. Scale bar = 25 μm.

Supplementary figure 6. Kisspeptin expression and FSHß+ population in the mouse anterior pituitary. Sagittal sections of the anterior pituitary were first immunostained for FSHß (red, left panels), and then for Kp10 (green, right panels). (A) postnatal day (P) 7, (B) 9 week-old (W). Arrows indicate Kp10+/FSHß+ double-labeled cells. Scale bar = 25 μm.

Supplementary figure 7. Kisspeptin expression and Sox9+ stem cell population in the adult pituitary. Sagittal sections of the adult pituitary were double-labeled for Kp10 (green) and Sox9 (red). Images from two different sections are shown for the rostroventral (left panels) and the dorsocaudal (right panels) areas. Arrows indicate Kp10+/Sox9+ double-labeled cells. All images are oriented with the rostral at the left and dorsal at the top. al, anterior lobe; f, follicle; il, intermediate lobe; wd, wedge. Scale bar = 25 μm.

Supplementary figure 8. Kisspeptin expression and S100ß+ population in the mouse anterior pituitary. Sagittal sections of the mouse pituitary were double-labeled for Kp10 (green) and S100ß (red). Nuclei are stained blue with 4’, 6-diamidino-2-phenylindole. Representative images of the anterior pituitary at postnatal day (P) 7, P14, P21 and 9 week-old (W) are shown. Scale bar = 25 μm.
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