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The data presented in this article are related to the article entitled
“Cartilage and bone cells do not participate in skeletal regeneration
in Ambystoma mexicanum limbs” [1]. Here we present image data
of the post-embryonic development of the forelimb skeletal tissue
of Ambystoma Mexicanum. Histological staining was performed
on sections from the intact limbs of young (6.5 cm) and old
(25 cm) animals, and on dissected skeletal tissues (cartilage, bone,
and periosteum) from these animals.

& 2016 The Authors. Published by Elsevier Inc. This is an open
access article under the CC BY license

(http://creativecommons.org/licenses/by/4.0/).
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Value of the data

� This data can be used to characterize the post-embryonic morphological changes in the limb
skeletal tissue of larval and adult Ambystoma mexicanum.

� This data can be used to characterize the purity of dissected bone, cartilage, and periosteal tissues
from the limb.

� The identification of contaminate perichondrium cells in the dissected cartilage tissue may help
orient researchers to the challenges of manual purification.
1. Data

Here we provide histological data of tissue sections from the limb skeletal tissues of larval (6.5 cm)
and adult (25 cm) Ambystoma mexicanum (Fig. 1). The images exhibit the morphological
stained tissue sections of intact and dissected Ambystoma mexicanum limbs. Bright field images
atoxylin, and Alcian blue-stained longitudinal sections of intact (A, B) or dissected (A’, B’, B”) ulna
length) and “old” (25 cm length) animals. Black dotted lines were drawn on the image of the whole
5 cm animal to delineate the boundary of the peri-ulna from the surrounding tissue (B). (A’ and B’)
.5 and 25 cm sized animals, respectively. (B”) Dissected peri-ulna tissue from 25 cm animals. Note
m the 6.5 cm animal has contaminate (non-cartilage) tissue present. PU¼peri-ulna, and U¼ulna.
M in length and is applicable for images A–B”.
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characteristics of the limb skeletal tissue in the aging axolotl (6.5 cm compared to 25 cm long ani-
mals), and the purity of the skeletal tissues that have been harvested by manual dissection.
2. Experimental design, materials and methods

2.1. Animal husbandry and surgeries

This data was gathered in accordance with the recommendations in the Guide for the Care and Use
of Laboratory Animals of the National Institutes of Health. The experimental work was approved by
the Institutional Animal Care and Use Committee of the University of California Irvine. Mexican
axolotls (Ambystoma mexicanum) were either spawned at the University of California, Irvine or
obtained from the Ambystoma Genetic Stock Center, University of Kentucky. For all surgeries, animals
were anesthetized using a 0.1% solution of MS222 (Ethyl 3-aminobenzoate methanesulfonate salt,
Sigma), pH 7.0. Intact and dissected forelimb tissue were harvested and prepared for sectioning as
described in [2].

2.2. Tissue processing

Tissue samples were fixed in 4% PFA in 1xPBS, embedded in OCT compound (Tissue-Tek) and
sectioned longitudinally into 10 uM sections for histology staining. After washing sections three times
with 1� PBS, they were stained with Hematoxylin, Eosin Y, and Alcian Blue as described in [2]. Color
images were obtained of the intact or harvested ulna tissues using a Leica PL FLUOTAR 40� /0.70
objective mounted on a Leica Leitz DMRB Fluorescence microscope, and a Qimaging QIClick-F-M-12
camera controlled by Qimaging QCapture 2.9.13 software.
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