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Case Laser Sex Age at Post Age at Insulin Diagnosis Cause of death
yes/ no (F/IM)  death (y) mortem diabetes use
delay (h) onset(y) (yes/no)

Control

1 No F 68 14 No Stomach cancer, asthma, CORBrositis syndrome, Meniere's disease Cancer (stomach)

2 No F 68 17 No Myocardial infarction Myocardial infarction

3 No F 67 12 No Atherosclerotic disease, chronic kidney failure, narrowed coronary  Atherosclerotic
arteries disease

4 No M 66 9 No Melanoma, lung embolism Melanoma

Mean + SD 67+08 13.0x29

DM no DR

5 No M 67 15 Unknown No Vascular disease, leg amputation Aortic aneurysm

6 No F 71 18 64 No Hypertension, hypercholesterolemia, arthrosis, cardietythmia, Cerebral infarction
vascular disease

7 No M 62 19 57 Yes Hypertension, vascular disease, Dupuytren's contracture, basal cell Heart failure
carcinoma

8 No M 75 16 Unknown Yes Unknown Heart failure

Mean + SD 69+48 17.0x1.6

DM + DR

9 Yes F 66 19 Unknown No Heart failure, hypertension, morbid obesity Heart failure

10 Yes F 61 13 <49 Yes Heart failure, cardiac asthma Heart failure

11 Yes M 58 21 31 Yes Nephropathy Heart failure

12 Yes F 71 13 69 Yes Hypertension, myocardial infarction Heart failure

Mean = SD 64+49 165+3.6
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Table 2 Primary antibodies used in this study
Antigen Host species | Source Working dilution | Working

in retina dilution in brain
AQP4 Rabbit Merck, AB3594 1:10,000 1:200
CD31 Sheep R&D systems, AF806 1:100/250 1:250
Claudin5-AF488 | Mouse Invitrogen, 352588 1:500 1:250
(conjugated)
FibrinogerFITC | Rabbit DAKO, F0111 1:200 1:50
(conjugated)
GFAP Mouse Merck, G3893 1:400 1:400
Kir4.1 Rabbit Alomone Labs, AP@35 1:200 1:50
Laminin Rabbit Abcam, Ab11575 1:750/1000 1:250/1000
MFSD2A Rabbit Chenghua Gu, J9590 1:500 1:200




NG2 Mouse Merck, MAB2029 1:100 1:100

Occludin Mouse Invitrogen, 331500 1:500 1:100

t 5DCwi Goat R&D systems, AF385 1:100 1:60

PLVAP Mouse LUMC Pathology, clone: VC3, 1:500

PALE

VWF Rabbit DAKO, A0082 1:400 1:600

WGAAF555 Wheat germ | Invitrogen, W32494 1:500 1:500/750

(conjugated)
PCc T 1 ESEF Ctdz2ZiNIT D@!ttn M Ak tLI2INANR E £ I NB | OARAO LINRGSAYT CL
bSdzN} t kKA AI®Sl ybARYE AAABOKS Yyl G2YAS [ SARSY SYyR2GKSt AdzYT { @
27\ftSoNJ YR KISOGi2z S NND!I ArFtadzayAyd 1 60FY 6! YAGSNRIYEZ GKS bSiGK
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Table 3 Secondary antibodies used in this study

Antibody Conjugate Source Working dilution

Goat antimouse 1gG Alexa Fluor 488 Jackson ImmunoResearch | 1:400
Laboratories, 11545146

Goat antirabbit 1IgG Alexa Fluor 488 Invitrogen, A11034 1:400

Donkey antirabbit IgG | AlexaFluom 488 Invitrogen, A21206 1:400

Goat antimouse IgG Cy3 Jackson ImmunoResearch | 1:50-70
Laboratories, 11865166

Goat antirabbit 1IgG Cy3 Jackson ImmunoResearch | 1:200
Laboratories, 11165144

Donkey antigoat I1gG Cy3 Jackson ImmunoResearch | 1:100
Laboratories, 70865147

Goat antimouse 1gG Alexa Fluor 633 Invitrogen, A21052 1:100/200

Goat antirabbit 1gG Alexa Fluor 633 Invitrogen, A21071 1:100

Donkey antirabbit IgG | Alexa Fluor 647 Invitrogen, A32795 1:800

Donkey antisheep IgG | AlexaFluor 647 Invitrogen, A21448 1:400500

Jackson ImmunoResearch Laboratories (West Grove, PA, USA).
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Table 4 Characteristics of brain tissue donars

Case Sex Age at Post Age at Braak Vascular pathology in Neuropathology in frontal cortex Cause of death
(F/IM) death (y) mortem disease  stage frontal cortex
delay (h) onset(y) (0¢6)

Control

1 F 66 6.3 Slight atherosclerosis Myelin pallor; only MS plaques; no AD plaques Cancer

2 M 58 7.7 0 Slight atherosclerosis Partly absent myelination; no amyloaaques Myocardial ischemia

3 F 87 4.6 2 Slight atherosclerosis No CAA; moderate number of amyloid diffuse plaques; a few Pneumonia

classic plaques, no tangles

4 M 71 5.1 0 Moderate Few fuzzy astrocytes (agelated Taudastrogliopathy); no Pancreatic cancer,
atherosclerosis amyloid beta deposits. euthanasia

Mean + SD 71+£122 59+1.4

DM

5 F 70 6.0 50 2 Slight atherosclerosis, Few diffuse plaques; no CAA; tamgles Kidney failure
perivascular oedema
some iron pigment

6 M 67 9.0 61 1 Slight atherosclerosis No CAA; moderate to large number of diffuse plaques; no Aortic aneurysm,

tangles; slight perivascular oedema asystole
7 M 65 7.2 Unknown 2 Slight atherosclerosis No plaques or tanglespme taupositive cells Fever, neuroleptic
malignant syndrome

8 F 86 7.5 Unknown 2 Slight atherosclerosis, No CAA; moderate number of plaques; equal numbers of difft Cancer
severe perivascular  and classic types; no tangles
oedema

Mean + SD 72+96 7412




Table 4 Characteristics of brain tissue donors (continued)

Case Sex Age at Post Age at Braak Vascular pathology in Neuropathology in frontalcortex Cause of death
(F/M)  death (y) mortem disease  stage frontal cortex
delay (h) onset (y) (0¢6)
AD
9 F 78 7.5 71 5 Slight atherosclerosis Moderate CAA; no dysphoric angiopathy; no striking capillary Dehydration
angiopathy; moderate to many amyloid plaques, especially
diffuse; many tangles
10 M 75 6.3 66 5 Slightatherosclerosis  Slight CAA; many diffuse and classic plagues; presence of  Cachexia
tangles, neuritic plaques, and Lewy bodies
11 M 63 9.8 56 6 Slight to severe Slight CAA with dysphoric angiopathy and no capillary Dehydration /
atherosclerosis angiopathy; manylaques, diffuse types and classic types; ma cachexia
tangles
12 M 80 5.5 79 6 No atherosclerosis CAA present; many diffuse plaques and few classic plaques; Dehydration and
presence of tangles and Lewy bodies pneumonia
Mean + SD 74+76 73x19
DM + AD
13 M 67 5.4 DMand 5 Slight atherosclerosis Manysenile plaques, neurofibrillary tangles and many neurop Cerebral infarction
Dem: threads; moderate number of plaques, mainly "classic" plaque
unknown with large cores
14 M 71 4.0 DM:57; 6 Slight atherosclerosis Large plaques with coarse fibrils of weakly staining amyloid, f Dementia, delirium
Dem: 64 diffuse plagues; many neuritic plaques and a moderate amou and dehydration
of tangles
15 M 82 8.5 DM: 5 Perivascular oedema Many amyloid beta depositions, including diffuse plaques, cla Heart failure
unknown; plaques and small depositions; many neuropil threads, tangle
Dem: 80 and dispersed neuritic plaques; myelination is normal
16 F 77 3.8 DM:73; 5 Moderate Slight to moderate CAA, mostly diffuse plaques,-few Infection and
Dem: 73 atherosclerosis moderate neuritic plaques; moderate number of tangles; man dehydration
Lewy inclusions; many Lewy threads
Mean + SD 74+66 5422
ADE | f T KSA Y SARerebialamydid angidpathipM, diabetes mellitusDem dementia
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