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Developmental toxicity testing involves a variety of methods aimed at evaluating how 

pharmaceuticals, chemicals, or environmental agents affect fetal development. These studies help 

identify potential developmental abnormalities and provide critical insights into how these substances 

could impact fetal health. By conducting these assessments, researchers play a key role in ensuring the 

safety and managing the risks associated with chemicals and pharmaceuticals, protecting both fetal 

development and overall public health. 

Developmental Toxicity Testing: Developmental toxicity testing includes prenatal studies from 

implantation to 24h before parturition, focusing on identifying teratogenic effects, developmental 

delays, and adverse outcomes. These studies encompass embryotoxicity as well as prenatal and 

postnatal developmental evaluations, assessing impacts from implantation through hard palate closure, 

and from late gestation through weaning. Parameters include structural abnormalities, intrauterine 

death, growth delays, neonatal survival, development, and long-term effects. Critical assessments 

cover live and dead fetuses, fetal resorption, developmental anomalies, and maternal health indicators 

Fetal evaluation: Fetal evaluations involve assessing both malformations and variations. 

Malformations, such as exencephaly, spina bifida, and diaphragmatic hernia, result from failures in 

developmental processes like cellular migration or fusion, leading to severe defects. These 

malformations often exhibit dose-dependent severity based on teratogenic exposure. In contrast, 

variations, like wavy ribs or delayed ossification, are typically transient and reversible, linked to 

developmental delays. The three methods of fetal evaluation include gross external examination, soft 

tissue examination, and skeletal examination, each critical for identifying structural abnormalities and 

developmental changes. 
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Gross External Fetal Examination: In gross external fetal examination, fetuses are cleaned and 

transferred to an appropriate fixative. Each fetus is assessed for external malformations, sexed, 

weighed, and tagged. If alive, euthanasia is performed via intraperitoneal pentobarbital injection. 

Common anomalies include limb malformations, anasarca, cleft palate, exencephaly, and 

microphthalmia. 

Soft Tissue Examination: Wilson’s free-hand cross-sectioning, used for soft tissue evaluation in 

rodents, involves fixing fetuses in Bouin’s or modified Davidson’s solution for 1-2 weeks. After 

reexamining for external abnormalities, the fetuses are cross-sectioned based on size. Sections are 

analyzed for key anatomical features, including nasal passages, eyes, cranial nerves, heart valves, 

lungs, and abdominal organs. This method offers detailed tissue analysis but requires extensive 

training. Organs such as the thyroid, thymus, liver, kidneys, and adrenal glands are also closely 

examined for structural abnormalities.  

Skeletal examination: Fetal evaluation begins with evisceration, where a longitudinal incision 

removes internal organs for skeletal clearing and staining. Clearing involves macerating fetuses in 1% 

KOH solution. Progressively higher glycerin concentrations are used for further clearing and storage.  

Staining employs a double staining technique using alizarin red for bones and alcian blue for cartilage, 

producing purple-to-red ossified bone and blue-stained cartilage, following fixation in alcohol and 

maceration. 

The skeletal examination of fetuses is performed systematically, starting from the head to the 

tail, under a light source. Skull bones are examined for proper ossification, with attention to 

abnormalities such as enlarged fontanelles, delayed ossification, or domed skulls indicating brain 

ventricular dilation. The vertebral column is evaluated for abnormal ossification, misalignment, or 

defects in the vertebrae and ribs. Rib anomalies, such as additional or rudimentary ribs, thickened 

areas, or waviness, are noted. The sternum, pectoral girdle, forelimbs, pelvis, and hindlimbs are 

assessed for ossification defects, including missing or malformed bones, fused digits, and abnormal 

phalanges. 

Conclusion: Rats share significant physiological and genetic similarities with humans, making them 

a crucial model for studying developmental and reproductive toxicity. Conducting comprehensive fetal 

evaluations in female rats is essential for understanding the potential impacts of various substances on 

reproductive health and fetal development in humans and other species. By employing standardized 

testing methods, the predictive value of findings for human health risks is enhanced, ultimately 

contributing to the protection of reproductive health across multiple species. 
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