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Supplemental Tables
Supplemental Table 1: Mct8 protein expression in rodent tissues by immunofluorescence (IF), immunohistochemistry (IHC), and Western Blotting (WB). The table describes the tissues, the method and antibodies (Ab) used, the respective negative controls, the references and, if applicable, additional detection methods like qPCR or in-situ hybridization (ISH).
	Tissue
	Method
	Ab for IF, WB
	Comment
	Ref.

	Liver
	IF, WB
	Homemade C-terminal Rb-Ab
	non-Mct8-injected oocytes provided as control
	[1]

	
	WB
	Homemade N-terminal Rb-Ab
	WB of Mct8-KO tissues provided
	[2]

	Heart
	IF, WB
	Homemade C-terminal Rb-Ab
	non-Mct8-injected oocytes provided as control
	[1]

	Kidney
	IF, WB
	Homemade C-terminal Rb-Ab
	non-Mct8-injected oocytes provided as control
	[1]

	
	IF, WB
	C-terminal Rb-Ab by Eurogentec SA
	no Mct8-KO control provided here (see below Ref[3]); not found on vendors website
	[4]

	
	IF, ISH
	C-terminal Rb-Ab by Eurogentec SA
	control in Mct8-KO (not shown), same Ab as above in Ref[4] (Lot differences cannot be excluded; here 1306)
	[3]

	
	WB
	Homemade N-terminal Rb-Ab
	WB of Mct8-KO tissues provided
	[2]

	Brain
	WB
	Homemade C-terminal Rb-Ab
	non-Mct8-injected oocytes provided as control
	[1]

	
	IF, WB
	Homemade N-terminal Rb-Ab
	WB of MctT8-KO tissues provided
	[2]

	
	IF
	Commercial N-terminal (long isoform) Rb-Ab, HPA003353, Lot A61491
&
Commercial C-terminal Rb-Ab, NBP2-57308, Lot 100566
	Mct8-KO tissue provided as control; includes detailed supplementary table of Mct8 IF/IHC studies in human and rodent brains
	[5]

	Thyroid gland
	IF, WB, qPCR
	C-terminal Rb-Ab provided by Ian Simpson
	Mct8-KO tissue provided as control
	[6]

	
	IHC
	Commercial N-terminal (long isoform) Rb-Ab, HPA003353
	Mct8-KO provided as control; no Lot provided
	[7]

	
	IF, WB, qPCR
	Commercial N-terminal (long isoform) Rb-Ab by Sigma-Aldrich, HPA003353
	no Mct8-KO provided; no Lot provided
	[8]

	Retina
	IHC, WB
	IHC: Commercial Rb-Ab by MBL, BMP031
WB: Commercial C-terminal Rb-Ab by abcam, ab192828
	no Mct8-KO provided for IHC
WB of Mct8-KO tissues provided
	[9]

	Testes
	IHC
	Commercial Rb-Ab by MBL, BMP031
	no Mct8-KO provided for IHC
	[9]



 
Supplemental Table 2: Guide RNA, genotyping primer, and qPCR primer sequences. 
	Guide RNA sequence: 

	CGGGCTTGGCAGCGCCATCG 

	Genotyping primer sequences: 

	Extern For 
	CTTCGGGAGGCTGAAAGCCA 

	Extern Rev 
	AATTTGAAAAGGGAGTTTGGGGC 

	T2A Rev 
	GAGGGCAGAGGAAGTCTTCTAA 

	qPCR primer sequences: 

	Mct8 For 
	CTCCTTCACCAGCTCCCTAAG 

	Mct8 Rev 
	ATGACGAGTGATGGTTGAAAGGC 

	Ttr For 
	TTGCCTCGCTGGACTGGTA 

	Ttr Rev 
	TTACAGCCACGTCTACAGCAG 

	Crym For 
	GGGAGTCATGCCTGCCTAC 

	Crym Rev 
	AGCCATTGCTGGGATCAAAGA 

	Malat1 For 
	GCAGTGTGCCAATGTTTCGT 

	Malat1 Rev 
	GCTGTTTCCTGCTCCGAGAT 


 
Supplemental Table 3: Antibodies.
	Antibody 
	Species 
	Dilution 
	Ref and Lot 
	Vendor 

	Atlas Mct8 
	Rabbit 
	1:500 
	Ref HPA003353 
LOT 000024042  
	Atlas Antibodies 

	Novus Mct8 
	Rabbit 
	1:500 
	Ref NBP2-57308  
LOT A117467  
	Novus Biologicals 

	Alexa Flour 647 donkey anti rabbit IgG(H+L) 
	Donkey 
	1:500 
	Ref A31573 
LOT 1903516 
	Thermo Fisher Scientific 

	Alexa Flour 488 goat anti rabbit IgG(H+L) 
	Goat 
	1:500 
	Ref A11008 
LOT 2304258 
	Thermo Fisher Scientific 


 

Supplemental Figures
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Supplemental Figure 1: Performance of Atlas and Novus Mct8 antibodies in WT and double KO mouse brains. To benchmark commercially available Mct8 antibodies, adult brain slices were stained (a) with Atlas antibody HPA003353 (lot 000024042) or (b) with Novus antibody NBP2-57308 (lot A117467) at a 1:500 dilution, comparing wild-type (WT) and Mct8/Oatp1c1 double KO (dKO) brains. (c) Brain slices were stained solely with the secondary antibody (2°Ab only; anti-Rb-488 1:500) to reveal unspecific staining. 20x magnification, scalebar = 100 µm.
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Supplemental Figure 2: Ubiquitous Sun1-sfGFP expression in the non-inducible Mct8-Cre;Sun1-sfGFP mouse brain. (a) Overview of Sun1-sfGFP signal in the whole brain slice. (b) Magnification of the MBH and overlap with DAPI signal reveals GFP signal around all nuclei. (c) Sun1-sfGFP signal is not present in Cre- brains. (a) Scalebar = 500 µm. (b-c) Scalebar = 100 µm.   
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Supplemental Figure 3: Mct8-Cre driven reporter activation in embryos vs blastocysts. (a) Ubiquitous Sun1-sfGFP expression at E10.5 in MCT8-Cre;Sun1-sfGFP mice. Mct8 could not be detected by antibody staining at this stage. (b) Blastocysts (E4.5) of Mct8-Cre;Ai14 mice do not show reporter expression. (c) Analysis of publicly available RNA sequencing data confirms the absence of Mct8 expression at day E4.5. At day E5.25 (implantation), expression was detected in one third of all analyzed cells (Mohammed et al. [10], and Cheng et al. [11]). (a) Scalebar = 500 µm. (b) Scalebar = 2.5 µm.
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Supplemental Figure 4: Induction efficiency and specificity of the Mct8-CreERT2 line. Fluorescent reporter signal after 3d i.p., 1d i.p., or 1d o.g. using (a) tdTomato and (b) Sun1-sfGFP reporter mice. Fluorescent reporter signal in uninduced Mct8-CreERT2;Ai14 and Mct8-CreERT2;Sun1-sfGFP mice injected with vehicle (VEH) is depicted as CreERT2+ VEH. Potentially leaky fluorescence reporter expression in Mct8-CreERT2-negative Sun1-sfGFP mice (CreERT2-) injected once via oral gavage with tamoxifen (1d o.g.). (c) Comparison of 3d i.p. and 5d i.p induction of Mct8-CreERT2;Ai14 mice. (a-b) Scalebar = 100 µm. (c) Scalebar = 500 µm.
[image: ]
Supplemental Figure 5: Sun1-sfGFP reporter signal and Mct8 antibody staining in Mct8-CreERT2;Sun1-sfGFP mouse brains. Mct8-CreERT2;Sun1-sfGFP mice were induced by i.p. tamoxifen for 3 days and sacrificed 7 days later. Depicted are the hippocampus, ChP and MBH with tanycytes, including nuclear staining by DAPI, Sun1-sfGFP fluorescence enhanced with staining for GFP, Mct8 Ab-staining (Novus), and the respective merges. Scalebar = 100 µm.
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Supplemental Figure 6: Gating of Sun1-sfGFP+ nuclei from Mct8-CreERT2;Sun1-sfGFP brains during fluorescence-activated nuclei sorting (FANS). Exemplary gating is shown for a Cer + 4V ChP sample, separating single nuclei from doublets and debris and then using the FITC-A channel to isolate Sun1-sfGFP+ nuclei.
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