Footage summary JoVe video 72742
Milk corticosterone sampling

4.1. Standardize litter size on PND 5 to the size required for the experimental design. 

NOTE: Approximately half of maternal-care studies in mice report controlling their litter size1,7. In the present study, litters of three to six pups were included. Litters with fewer than six pups were not culled further to avoid excluding or unnecessarily reducing smaller litters. Instead, a smaller litter size was accounted for statistically. Larger litters were culled to six. Removed pups will be used for quantification of milk CORT. All steps in the following protocol were completed in line with the university’s and the ethical committee’s guidelines.

4.2. Prior to the sampling, separate the dam from the litter for 30 min. to ensure nursing upon reunion17.

4.3. While waiting, prepare 1.5 mL tubes with a label and weigh them. Reunite the dam with her litter for 30 min. File name: Video 1.mov Timestamps:  00:05 – 00:17

NOTE: Bigger litters, eight pups or more, may require a reunion of 40 min. to ensure all pups have drunk. After 30–40 min., nursing can often be confirmed by observing the milk spot. 


4.4. Remove pups designated for culling and proceed immediately with milk collection. File name: Video 2 Timestamps:  00:00 – 00:03

NOTE: Because pups remain with the litter until the moment of collection, additional thermal support prior to sampling is not required.

4.5. Take the first pup and briefly dip its head in ice water for anesthesia, followed immediately by decapitation with surgical scissors. File name: Video 2 Timestamps:  00:37 – 00:41

NOTE: The procedure was performed in accordance with the approved animal ethics protocol (P223/2024). Because anesthesia was induced immediately before terminal tissue collection, formal assessment of anesthetic depth was not included in the protocol.

4.6. Place the pup on a dissecting surface and open the abdominal cavity. Gently apply pressure to the abdomen using forceps until the stomach becomes visible. File name: Video 3 Timestamps:  00:02 – 00:17

NOTE: The stomach is easily identifiable by its opaque white appearance. Carefully remove the stomach with forceps and small surgical scissors. File name: Video 3 Timestamps:  00:23 – 00:42

4.7. With the forceps, hold the stomach above the tube and make a small incision on the bottom of the stomach with the scissors. Empty the stomach contents into the tube. The milk will present as a soft, white pellet. File name: Video 3 Timestamps:  00:51 – 01:04, 01:10 – 01:20
AND File name: Video 4 Timestamps:  00:00 – 00:03

4.8. After collection, weigh the tube again and record the sample weight. Place the sample on ice until all collections are complete, or store it immediately in a -70 °C freezer until analysis. File name: Video 5 Timestamps:  00:10 – 00:14 
AND File name: Video 6 Timestamps:  00:01 – 00:03
 AND File name: Video 7 Timestamps:  00:14 – 00:20
AND File name: Video 8 Timestamps:  00:00 – 00:04, 00:15 – 00:23

4.9. Milk corticosterone concentrations were quantified by Dresden LABservice GmbH using LC-MS/MS without replicates as part of a multi-analyte steroid profiling service. Condition identities were not provided to the external laboratory. Results were reported as corticosterone concentration relative to milk-pellet weight (pg/mg). 

