Embryo/Oocyte retrieval


  At least two hours prior to retrieval of embryos/oocytes, KSOM is placed in the 37º CO2 incubator and FHM must be thawed from -20º.  A glass dish containing three concave shallow wells is used to house drops of KSOM in the incubator.   To prevent dehydration, the KSOM and dish are placed in a lidded container that has water at the bottom.  This apparatus prevents evaporation without the use of mineral oil.  


The oviducts from an ovulating female are placed in FHM media.  To ensure orientation and an intact infindibulum, a small section of the ovary is cut along with the oviduct and small section of the uterus.  A blunt 30 gauge needle is used to expel embryos/oocytes from the oviduct by inserting the blunt needle into the infindibulum.  The infindibulum must be used to retrieve the embryos since the oviduct tubing is too small for a needle to pass.  In the event that the infindibulum is destroyed, the oviduct must be either sliced open or embryos squeezed out.  


Embryos/oocytes are found in the FHM media by focusing the microscope on the fat droplets which have sunk to the bottom of the Petri dish.  Embryo/oocyte isolation can be achieved at 20x as this provides a larger viewing area than high magnification.  Embryo/oocytes look like round fat droplets that have a clear ring around it.  Mouth pipetting using a pulled glass capillary is used to move embryos/oocytes to KSOM for incubation and further manipulation.  
