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Reporting for specific materials, systems and methods

The structures of HTRA1 R274Q and D174R R274Q have been deposited in the Protein Data Bank (PDB) with the accession codes 6Z0E [https://www.rcsb.org/
structure/6z0e], 6Z0X [https://www.rcsb.org/structure/6Z0X] and 6Z0Y [https://www.rcsb.org/structure/6Z0Y]. Mouse brain vessel proteomic data have been
deposited to the ProteomeXchange Consortium via the PRIDE60 partner repository with the dataset identifier PXD024683 [https://www.ebi.ac.uk/pride/archive/
projects/PXD024683]. The processed mouse brain vessel proteomic data are provided in Supplementary Data 1, 2 and 3. Uniprot is publicly available at https://
www.uniprot.org. Source data underlying Fig.1, 2, 3, 4, 5, 6, Supplementary Fig. 1, 2, 5, 6, 7, 8, 9, 10, 11, 12, 13, 14, 15 and Supplementary Table 1 are provided as a
Source Data file. Source data are provided with this paper.
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Sample sizes were determined based on results obtained in previous studies published by the authors (e.g. see Zellner et al. Acta
Neuroptahologica 2018; Beaufort et al. Proc Natl. Acad Sci 2014; Rey et al., Proc Natl. Acad Sci 2022).

For animal-based experiments, no data were excluded. For in vitro assays, outlier datapoints (marked by asterisks in Source Data) were
excluded.

Animal-based experiments included 3-5 mice per genotype (as described in Figure Legends). There was no further replication. We show all
data that have been generated and there were no data excluded.

In vitro experiments were replicated as described in the figure legends. Replication was successful, no dataset was excluded.

For immunoblot analysis, immunohistochemistry, and mass spectrometry analyses of mouse vasculature, mice (and mouse-derived samples)
were randomly selected after genotyping. There was no experimental intervention that would have required randomization. Animals were
matched for age and sex and we did not control for any additional covariates as we do not see any covariates that would be meaningful to
control for. No randomization was performed for in vitro studies.

Blinding was applied to immunohistochemical analysis.

Mouse brain vessel proteomic and immunoblot analyses as well as in vitro studies were performed unblinded. The operator has limited
influence on the results (eg, mass spectrometry, NMR-DOSY) and/or the raw data used for quantification (eg Coomassie gels and
immunoblots) are provided as Source Data.
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Primary antibodies:

Anti Strep-tag Abs (Qiagen; #34850), IB dilution 1/1,000

Anti His-tag Abs (Qiagen; #34670), IB dilution 1/2,500

Anti-HTRA1 Abs (R&D Systems; #MAB2916), IB dilution 1/5,000

Anti-Ltbp4 Abs (R&D Systems; #AF2885); IB, dilution 1/1000; IHC: dilution 1/100

Anti-laminin Abs (Dako; #L9393), IHC dilution 1/50

Anti-actin Abs (Sigma-Aldrich; #A2066), IB dilution 1/500

Secondary antibodies:

Goat-Anti-Mouse-AP (Sigma-Aldrich #A1418), IB dilution 1/20,000

Rabbit Anti-Goat Immunoglobulins/HRP (Dako; #P0449), IB dilution 1/10,000

Goat Anti-Mouse Immunoglobulins/HRP (Dako; #P0447), IB dilution 1/10,000

Goat Anti-Rabbit Immunoglobulins/HRP (Dako; #P0448), IB dilution 1/10,000

Donkey Anti-Rabbit Immunoglobulins/Cy3 (Jackson; #711-165-152), IHC dilution 1/400

Donkey Anti-Goat Immunoglobulins/Alexa Fluor 488 (Jackson; #705-546-147), IHC dilution 1/400

All Abs are commercially available and were used according to the manufacturer´s instructions.

Anti Strep-tag Abs (Qiagen; #34850), used in the present study to detect Strep-tag by IB. Abs were validated by the supplier for
detection of Strep-tag by IB. https://www.qiagen.com/us/products/discovery-and-translational-research/protein-purification/tagged-
protein-expression-purification-detection/strep-tag-antibody

Anti His-tag Abs (Qiagen; #34670), used in the present study to detect His-tag by IB. Abs were validated by the supplier for detection
of His-tag by IB. https://www.qiagen.com/us/products/discovery-and-translational-research/protein-purification/tagged-protein-
expression-purification-detection/anti-his-antibodies-bsa-free?catno=34670

Anti-HTRA1 Abs (R&D Systems; #MAB2916) used in the present study to detect recombinant human HTRA1 by IB. Abs were validated
by the supplier for detection of human HTRA1 by IB. https://www.rndsystems.com/products/human-htra1-prss11-
antibody-275615_mab2916

Anti-Ltbp4 Abs (R&D Systems; #AF2885), used in the present study to detect mouse Ltbp4 by IB and IHC. Abs are sold by the supplier
for detection of mouse Ltbp4 by Western blot. https://www.rndsystems.com/products/mouse-latent-tgf-beta-bp4-antibody_af2885.

In addition, the reactivity of these Abs was verified for both IB and IHC analyses using tissue from Ltbp4+/+ compared to Ltpb4-/-
mice (Bultmann-Mellin et al., Dis Model Mech, 2015).

Anti-laminin Abs (Dako; #L9393), used in the present study to detect mouse laminins by IHC. Abs were validated by the supplier for
detection of mouse laminins by IHC. https://www.sigmaaldrich.com/DE/en/product/sigma/l9393?
gclid=EAIaIQobChMI25vuuP6nggMV8JJoCR0Ufwo6EAAYASAAEgKTJPD_BwE.

Laminin signal was used as a control vessel-wall marker. Staining was restricted to blood vessels, as expected.

Anti-actin Abs (Sigma-Aldrich; #A2066), used in the present study to detect mouse actin by IB. Abs were validated by the supplier for
detection of mouse actin by IB. https://www.sigmaaldrich.com/DE/de/product/sigma/a2066?
gclid=EAIaIQobChMIjI_a0v2nggMVRIpoCR2NSQ64EAAYASAAEgKTGvD_BwE

HEK-293T: ATCC CRL-3216.

The cell line used was not authenticated.




