Characterization of co-stimulatory ligand CD80/86 and its effect as a molecular adjuvant on DNA vaccine against Vibrio anguillarum in flounder (Paralichthys olivaceus)
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	Table1 The cumulative number of deaths on different dates

	　
	Days

	Groups
	0
	2
	4
	6
	8
	10
	12
	16
	20
	24
	30

	PBS
	0
	3
	9
	23
	33
	46
	54
	0
	0
	0
	0

	pBudCE4.1
	0
	2
	7
	19
	32
	42
	48
	52
	0
	0
	0

	p-OmpK
	0
	1
	3
	8
	16
	25
	28
	29
	0
	0
	0

	p-CD80/86
	0
	2
	10
	20
	32
	43
	48
	50
	51
	0
	0

	p-OmpK-CD80/86
	0
	1
	2
	6
	10
	15
	18
	20
	21
	0
	0



[image: ]
[bookmark: _Hlk99132478]Supplemental Figure S1.  Assessment of the leukocytes in peripheral blood. Wright–Giemsa staining shows the morphological characteristics of leukocytes and FCM analyzed using a FSC–SSC dot plot, scale bars=10 μm.


[bookmark: _Hlk100128297][bookmark: _Hlk100128368][image: ] Supplemental Figure S2. The percentage of CD4+ and IgM+ lymphocytes in peripheral blood of flounder after immunization. Lymphocytes gate: Side-scatter (SSC)/forward-scatter (FSC) dot plots in peripheral blood lymphocytes. CD4: lymphocytes in peripheral blood were incubated with mouse anti-CD4 antibodies as primary antibody at 7th day after immunization with different stimulation (PBS, pBudCE4.1, p-CD80/86, p-OmpK and p-OmpK-CD80/86). IgM: lymphocytes in peripheral blood were incubated with mouse anti-IgM antibodies as primary antibody at 5 w after immunization with different stimulation (PBS, pBudCE4.1, p-CD80/86, p-OmpK and p-OmpK-CD80/86). Negative control: the unimmunized mouse serum was used as primary antibody.
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