Explanation for Jove HSII videos


“3.2.3 (initiation of testes dissection)”
Opening of body cavity and initiation of organ removal. Use segments from 10 sec through 40 sec
Depicts the early stages of dissection, such as the opening of the embryo with forceps and removal of more anteriorly located internal organs. Ideally should be spliced with first part of video 3.2.3/3.3.1


“3.2.3/3.3.1 (completion of dissection & testes removal)”

Removal of organs for 3.2.3 is from 1 min 20 sec to 1 min 45 sec:
This portion starts with a male whose more anterior internal organs, such as the heart, have already been removed (as in 3.2.3) and it first depicts the removal of other internal organs (e.g. first the red organ which is likely part of the gut and then bubble-like structure which is the swim bladder). Ideally should be spliced after video 3.2.3

Pointing to testes (which could go with either 3.2.3 or 3.3.1 – my suggestion would be 3.2.3 but it is ok either way) is from 1 min 45 to 2 min 0 sec
Forceps are used to point to the testes alongside each of the internal walls of the body cavity, first to the left of the viewer’s view, then to the right.

Collecting testes for 3.3.1 is from 2 min 0 sec onwards
Forceps are used to remove each of the testes, which are placed together on the petri plate. A close up of the testes follows, to show the somewhat granular and translucent appearance of the testes. Then the zoom goes back to the original and the testes are removed from the plate with forceps (presumably on their way to the microfuge tube, according to the protocol).



“8.1.1/8.1.2 Sorting 2c vs uf”
Determining whether embryos are fertilized at the 2-cell stage for 8.1.1, from 0 sec to 24v sec
Each embryo is observed sideways for normal (symmetric cleavage), which shows that the embryos are fertilized. This section can be spliced with “8.1.1 close up” video

sorting of fertilized vs unfertilized embryosfor 8.1.2, from 25 sec to 42 sec
Embryos are sorted into two groups, one (top) of fertilized embryos, undergoing normal cleavage) and another (bottom, with only one embryo) without normal cleavage. The legend of this movie can state that the unfertilized embryo is removed with a transfer pipette (removal with pipette not actually shown in the movie)


“8.1.1 Close up 2c vs uf” 
Close up of determining whether embryos are fertilized at the 2-cell stage for 8.1.1
Close up of embryos. Embryo on the left is fertilized, with symmetric cleavage pattern. Embryo on the right is unfertilized, which often forms ectopic furrows (“pseudocleavage”) in asymmetric locations. In this unfertilized embryo, the pseudocleavage furrow generates a small protrusion that is much smaller than the remaining of the blastodisc). Legend should state that not all unfertilized embryos show pseudocleavages. This section can be spliced to either the beginning or the end of the first 24 seconds of video “8.1.1/8.1.2 Sorting 2c vs uf”



(8.2.2 To show detection of stall and sorting embryos into classes, the following three videos can be spliced in the order shown below)

“8.2.2 no HS control 4c”
Control 4-cell embryo without heat shock treatment.
At 50-65 mpf, embryos are observed sideways to check for furrow formation in the orientation of the 1st and 2nd cleavage planes, which are perpendicular to each other. In this set of control embryos, which have not been treated with heat shock, all embryos have divided normally to generate 4 cells.


“8.2.2 2c,3c,4c”
Sorting of HS2-treated embryos into three groups, unaffected (not stalled), stalled and partially stalled 
At 50-65 mpf, heat shocked embryos are observed sideways to check for furrow formation in the orientation of 1st and 2nd cleavage planes. Embryos fall into three classes depending on the stall for the division during the second cell cycle: ”not stalled” (4 cells, embryos collected at the bottom left), stalled (2-cells, embryos collected at the top left) and partially stalled (division of only one of two blastomeres of the 2-cell embryo to generate 3 cells in a 2:1 arrangement, embryos collected at the right).


“8.2.2 2c,3c,4c close up”
Close of unaffected (not stalled”), stalled and partially stalled embryos
[bookmark: _GoBack]Close up showing orientations for each furrow in unaffected (with 4 cells, 1st examined embryo), stalled (with 2 cells, 2nd examined embryo) and partially stalled embryos (with 3 cells in a 2:1 arrangement, third examined embryo). Close examination may show that stalled embryos appear to form a rudimentary, shallow furrow along the orientation of the second cleavage axis, but if present this furrow does not progress to form a fully ingressed furrow.

Only fully stalled embryos, exhibiting 2 cells during the second cell cycle, are kept. The remaining of the embryos can be discarded (not shown in video).
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