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LAY ABSTRACT 

Lysosomal storage disorders are a group of neurological diseases that are 

debilitating, and often fatal at a young age. Two diseases of this group- Tay-Sachs 

disease and Sandhoff disease ς are similar in their causes and symptoms. Current 

treatments for these diseases only slow or stall an inevitable decline in health. New 

targets for treatment are required, and we provide data suggesting several proteins that 

may fit this criterion. We also provide evidence of the discovery of a new form of one of 

these proteins, which is found in high levels in the disease, indicating it may be 

important in these and other neurodegenerative diseases. Finally, we provide findings 

indicating that a certain cell type, which is largely ignored in current research for these 

diseases, may be important in the disease progress. These findings increase our 

knowledge of Tay-Sachs disease and Sandhoff disease, and open new avenues for 

medicinal intervention. 
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ABSTRACT 

Lysosomal storage disorders are a group of rare neurodegenerative diseases that 

are collectively common, sharing many aspects with other neurodegenerative disorders, 

including substrate build-up and neuroinflammation. The GM2 Gangliosidoses, Tay-

Sachs disease and Sandhoff disease, are pathologically overlapping lysosomal storage 

disorders, with high prevalence within specific ethnicities. Their effects are 

neurologically devastating and often fatal at young ages. Current treatments only slow 

or stall an inevitable decline in health. Novel treatment targets are needed for these 

disorders, and others with similar pathologies. In these works we demonstrate the 

negative effect the inflammatory cytokine tumour necrosis factor-alpha has on survival 

of a model of Sandhoff disease. We demonstrate its role in the upregulation of 

astrogliosis, and apoptosis, and we present evidence that this effect on astrogliosis 

occurs through an upregulation of the JAK-2/STAT3 pathway. Though fruitful, a singular 

focus on inflammation/gliosis in these diseases has left a vacuum in the research into 

neuron specific molecular processes. We observe the development of inflammation, 

astrogliosis and neuronal processes in our model, and demonstrate a bi-phasic disease 

progression, in which early onset microgliosis precedes terminal astrogliosis, apoptosis, 

and a decline in excitatory glutamate receptors, suggesting neuron-specific malfunction. 

Furthermore, we show that knockout of the synaptic protein neuronal pentraxin 1 

retards neurodegeneration and extends the lifespan of Sandhoff disease mice, 

independent of inflammation or astrogliosis. Through electrophysiology, we provide 
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evidence of dysregulation of glutamate receptors in Sandhoff disease, and show that 

knockout of neuronal pentraxin 1 provides rescue from this dysregulation. This work 

expands on research into gliosis in GM2 gangliosidoses, presents the finding of a novel 

protein isoform, and presents a new focus on non-glial disease mechanisms and 

treatments for these and other neurodegenerative disorders. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



vi 
 

ACKNOWLEDGMENTS 
 

I would like to thank Dr. Suleiman Igdoura for his guidance and support through 
the years. I have learned so much under his supervision, and am grateful for the 
encouragement he gave me during difficult times. 

 
I would like to thank Dr. Geoff Werstuck and Dr. Rama Singh for their advice, 

guidance and dedication to my education. I would like to thank Dr. Deda Gillespie and 
Dr. Javier Alamilla for their collaborative work and for allowing me the time to learn 
from them. 

 
I owe a debt of gratitude to Dr. Elizabeth White, Dr. Gabriel Gyulay for their 

invaluable technical expertise, and personal support- I could not have done this without 
their help. I would like to thank Rosemarie Venier for her collaborative findings, her 
perfectionism, and for sharing a certain kind of madness. I would like to thank Dr. Hatem 
Abo-Ouf, with whom I worked closest, and from who I learned many things, about both 
science and life. I would like to thank Melissa Lambourne who has saved my skin on 
many occasions, and who was instrumental in bringing our lab together- not just as 
coworkers, but as good friends. I would like to thank Erin Montgomery, Dave Egier, Kal 
Mungovan and Ellen Janse Van Rensburg for their friendship, and for all the great 
laughs. I wish all my previous labmates the best in the future. 

 
I would especially like to thank Dani for her patience and support, and for staying 

by my side, all these years. And I would finally like to thank my parents and family- 
without their support and belief in me, I could not have accomplished anything. I owe 
them everything. 

 

 

 

 

 

 

 



vii 
 

TABLE OF CONTENTS 

LAY ABSTRACT ..................................................................................................................... iii 

ABSTRACT ............................................................................................................................ iv 

ACKNOWLEDGMENTS ......................................................................................................... vi 

LIST OF FIGURES AND TABLES .............................................................................................. x 

ABBREVIATIONS AND SYMBOLS ........................................................................................ xii 

DECLARATION OF ACADEMIC ACHIEVEMENT .................................................................. xiv 

CHAPTER 1: Introduction ..................................................................................................... 1 

1.1 Neurodegenerative Diseases ................................................................................................. 1 

1.2 Lysosomal Storage Disorders ................................................................................................. 2 

1.3 GM2 Gangliosidoses ............................................................................................................... 3 

1.3.1 Tay-Sachs Disease ........................................................................................................... 4 

1.3.2 Sandhoff Disease ............................................................................................................. 5 

1.4 Animal Models ....................................................................................................................... 6 

1.5 Neuroinflammation, Neurodegeneration, and Sandhoff Disease ......................................... 8 

1.6 Glutamate as an Excitatory Transmitter and Involvement in Excitotoxicity ........................ 10 

1.7 Regulation of Glutamate Excitation via Neuronal Pentraxins.............................................. 12 

1.8 Roles of Neuronal Pentraxin 1 in Neuronal Death ............................................................... 12 

1.9 Available Treatments ........................................................................................................... 13 

1.9.1 Gene Therapy ................................................................................................................ 13 

1.9.2 Enzyme Replacement Therapy ...................................................................................... 15 

1.9.3 Substrate Reduction Therapy........................................................................................ 15 

1.9.4 Bone Marrow Transplantation ...................................................................................... 17 

1.9.5 Pharmacological Chaperones ........................................................................................ 17 

1.9.6 Treatment of Secondary Effects.................................................................................... 19 

1.10 Rationale and Objectives ................................................................................................... 19 

1.10.1 Objectives:................................................................................................................... 20 

CHAPTER 2: Deletion of tumor necrosis factor-ʰ ŀƳŜƭŜǊƛƻǊŀǘŜǎ ƴŜǳǊƻŘŜƎŜƴŜǊŀǘƛƻƴ ƛƴ 

Sandhoff disease mice ....................................................................................................... 22 

2.1 Preface ................................................................................................................................. 23 



viii 
 

CHAPTER 3: Bi-phasic gliosis drives neuropathology in Sandhoff disease ........................ 40 

3.1 Preface ................................................................................................................................. 41 

3.2 Abstract ................................................................................................................................ 42 

3.3 Introduction ......................................................................................................................... 42 

3.4 Materials and Methods ........................................................................................................ 45 

3.4.1  Mice .............................................................................................................................. 45 

3.4.2 Genotyping .................................................................................................................... 45 

3.4.3 Behaviour testing .......................................................................................................... 45 

3.4.4 Western blot ................................................................................................................. 46 

3.4.5 Immunohistochemistry ................................................................................................. 46 

3.4.6 Data Analysis ................................................................................................................. 47 

3.5 Results .................................................................................................................................. 48 

3.5.1 Behaviour ...................................................................................................................... 48 

3.5.2 Gliosis/Inflammation ..................................................................................................... 52 

3.5.3 Neuronal Markers ......................................................................................................... 60 

3.5.4 Apoptosis ...................................................................................................................... 63 

3.6 Discussion ............................................................................................................................. 66 

3.6.1 A Two Stage Model of Sandhoff Disease ...................................................................... 66 

3.7 Acknowledgement ............................................................................................................... 71 

CHAPTER 4: Improved Survival in a Sandhoff Disease Mouse Model through Knockout of 

Neuronal Pentraxin 1 and its Novel Murine Isoform ......................................................... 72 

4.1 Preface ................................................................................................................................. 73 

4.2 Abstract ................................................................................................................................ 74 

4.3 Introduction ......................................................................................................................... 74 

4.4 Methods and Materials ........................................................................................................ 77 

4.4.1 Mice ............................................................................................................................... 77 

4.4.2 Genotyping .................................................................................................................... 78 

4.4.3 Western Blot ................................................................................................................. 80 

4.4.4 Deglycosylation of Np1 ................................................................................................. 81 

4.4.5 Immunoprecipitation of Np1 ........................................................................................ 81 



ix 
 

4.4.6 Behaviour ...................................................................................................................... 82 

4.4.7 Immunohistochemistry ................................................................................................. 83 

4.4.8 TUNEL ............................................................................................................................ 84 

4.4.9 Electrophysiology .......................................................................................................... 85 

4.4.10 Statistical Software ..................................................................................................... 86 

4.5 Results .................................................................................................................................. 86 

4.5.1 Identification of a Novel Form of NP1 .......................................................................... 86 

4.5.2 Knockout of Np1 Improves Behaviour and Survival of Sandhoff Disease Mice ............ 93 

4.5.3 Markers for Gliosis and Apoptosis ................................................................................ 99 

4.5.4Knockout of NP1 Reduces Neuronal Dysregulation in Sandhoff Disease .................... 102 

4.6 Discussion ........................................................................................................................... 109 

4.6.1 A potentially novel isoform of Np1 ............................................................................. 109 

4.6.2 Np1 reduces survival in Sandhoff Disease .................................................................. 113 

4.6.3 Effect of Np1 on Hexb-/ - Neuronal Excitation .............................................................. 113 

4.6.4 Effect of Np1 knockout on pathological markers ....................................................... 115 

4.6.5 Future work ................................................................................................................. 116 

4.7 Conclusions ........................................................................................................................ 116 

CHAPTER 5: Discussion and Conclusions ......................................................................... 118 

5.1 General Review .................................................................................................................. 118 

5.2 Analysis, Future Directions, and Limitations ...................................................................... 120 

5.3 Clinical Implications and Perspectives ............................................................................... 124 

5.4 Conclusion .......................................................................................................................... 126 

LIST OF REFERENCES ........................................................................................................ 127 

 

 

 

 

 



x 
 

LIST OF FIGURES AND TABLES 

Figure 2.1. ¢bCʰ ŀƭǘŜǊǎ ōƻŘȅ ǿŜƛƎƘǘǎΣ ƭƛŦŜǎǇŀƴ ŀƴŘ ƳƻǘƻǊ ōŜƘŀǾƛƻǊ ƛƴ {5 ƳƛŎŜ ............... 26 

Figure 2.2. ¢bCʰ ŘƻŜǎ ƴƻǘ ŀƭǘŜǊ Daн ŀƴŘ D!н ƎŀƴƎƭƛƻǎƛŘƻǎƛǎ in the cerebrum of 17-week 

ςold SD mice ....................................................................................................................... 27 

Figure 2.3. ¢bCʰ ŘƻŜǎ ƴƻǘ ŀƭǘŜǊ Daн ŀƴŘ D!2 gangliosidosis in the cerebella of 17-week 

ςold SD mice ....................................................................................................................... 28 

Figure 2.4. Expression levels of the genes involved in gliosis and oxidative stress 

pathways ............................................................................................................................ 29 

Figure нΦрΦ ¢ƘŜ ŜŦŦŜŎǘ ƻŦ ¢bCʰ ŘŜƭŜǘƛƻƴ ƻƴ a!/о ŜȄǇǊŜǎǎƛƻƴ ƛƴ ǘƘŜ /b{ ƻŦ {5 ƳƛŎŜ ....... 30 

Figure 2.6. Effect of TNFh  deletion on neuroinflammation markers and phospho-STAT3 

signaling in SD cerebellum ................................................................................................. 31 

CƛƎǳǊŜ нΦтΦ ¢bCʰ ŘŜƭŜǘƛƻƴ ƛƴ {5 ƳƛŎŜ ǊŜŘǳŎŜǎ /b{ DC!t ƛƳƳǳƴƻǊŜŀŎtivity .................... 32 

Figure 2.8. Apoptosis in the CNS of Hexb-/ -¢ƴŦʰ-/ - mice ..................................................... 33 

Figure 2.9. Differential activation of the NF-ˁ. ƴƻƴ-canonical pathway in Hexb-/ -¢ƴŦʰ-/- 

mice .................................................................................................................................... 34  

Table 2.1. Effect of CNS-resident bne marrow-ŘŜǊƛǾŜŘ ¢bCʰ ƻƴ ǎǳǊǾƛǾŀƭ ŀƴŘ ōŜƘŀǾƛƻǳǊ ƻŦ 

Hexb-/ - mice ........................................................................................................................ 35  

Figure 3.1. Decline in Sandhoff disease mouse behavioural performance occurs during 

specific time point. ............................................................................................................. 50 

Figure 3.2. Developmental progression of microgliosis in Sandhoff disease mouse 

cerebella ............................................................................................................................. 53 

Figure 3.3. Developmental progression of astrogliosis in Sandhoff disease mouse 

cerebella ............................................................................................................................. 57 

Figure 3.4. Developmental differences of synaptic and neuronal markers in wild-type and 

Sandhoff disease mouse cerebella .................................................................................... 61 

Figure 3.5. Apoptosis in Sandhoff disease mouse cerebella ............................................. 64 

Figure 3.6. Schematic of pathological events in the cerebella of Sandhoff disease mice . 69 

Figure 4.1. .......................................................................................................................... 89 

Figure 4.2. Identification and characterization of a new form of neuronal pentraxin 1 ... 91 

Figure 4.3. Developmental Behaviour in Hexb-/ - and Np1-/-Hexb-/ - Mice ........................... 94 



xi 
 

Figure 4.4. Body mass is improved in Sandhoff mouse models by knockout of Np1 ........ 97 

Figure 4.5. Effect of Hexb and Np1 Knockout on gliosis and apoptosis in the CNS of mice

 .......................................................................................................................................... 100 

Figure 4.6. Dysregulation of hippocampal excitatory currents in Sandhoff mice ........... 104 

Figure 4.7. Synaptic protein levels in early mouse hippocampi and cerebella ............... 107 

Figure 4.8. A model of neuronal pentraxin 1 interaction in Sandhoff disease. ............... 111 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



xii 
 

ABBREVIATIONS AND SYMBOLS 
AAV: Adeno-associated virus 
AAVrh: Rhesus monkey isolated adeno-associated virus 
aCSF: Artificial cerebro-spinal fluid 
AUP: Animal utilization protocol 
!5Υ !ƭȊƘŜƛƳŜǊΩǎ ŘƛǎŜŀǎŜ 
!at!Υ ʰ-amino-3-hydroxy-5-methyl-4-isoxazolepropionic acid 
AMPAR: AMPA Receptor 
BAX: BCL2 associated X protein 
BMT: Bone marrow transplant 
C1q: Complement component 1, q 
CCAC:  Council on Animal Care 
CCR2: C-C chemokine receptor type 2 
CNS: Central nervous system 
EAAC1: Excitatory amino-acid carrier 1 
EAAT1: Excitatory amino acid transporter 
ERAD: Endoplasmic reticulum associated protein degradation 
CŎwʴΥ CŎ ǊŜŎŜǇǘƻǊ ŎƻƳƳƻƴ-gamma chain 
GABA: Gamma-aminobutyric acid 
GFAP: Glial fibrillary acidic protein 
GluR1-4: AMPA Receptor subunit 1-4 
HexA: Beta-hexosaminidase A 
HexB: Beta-hexosaminidase B 
LOTS: Late-Onset Tay-Sachs disease 
IL-мʰΥ LƴǘŜǊƭŜǳƪƛƴ-1 alpha 
IL-мʲΥLƴǘŜǊƭŜǳƪƛƴ-1 beta 
IL-6: Interleukin-6 
iPSC: Induced pluripotent stem cells 
JAK2: Janus kinase 2 
KCNK2: Potassium channel, subfamily K, member 2 
M6P: Mannose-6-phosphate 
M6PR: Mannose-6-phosphate receptor 
MAC3: Macrophage-3 antigen, CD107 antigen-like family member B 
MIP-мʰΥ aŀŎǊƻǇƘŀƎŜ ƛƴŦƭŀƳƳŀǘƻǊȅ ǇǊƻǘŜƛƴ-1-alpha 
MMP: Matrix metalloprotease 
NARP: Neuronal pentraxin 2, Neuronal activity regulated pentraxin 
NB-DGJ: N-butyldeoxygalactonojirimycin 
NB-DNJ: N-butyldeoxynojirimycin 
NF-L: Neurofilament-Light, Neurofilament-Low 
NMDA: N-methyl-D-aspartate 
NMDAR: N-methyl-D-aspartate receptor 



xiii 
 

NP1: Neuronal pentraxin 1 
NP1-38: Neuronal pentraxin 1-38 
NPR: Neuronal pentraxin receptor 
NR2A: N-methyl-D-aspartate receptor subunit 2A 
NR2B: N-methyl-D-aspartate receptor subunit 2B 
NSAID: Nonsteroidal anti-inflammatory drug 
PBMC: Peripheral blood mononuclear cell 
PCR: Polymerase chain reaction 
t5Υ tŀǊƪƛƴǎƻƴΩǎ ŘƛǎŜŀǎŜ 
PhTx-74: Philanthotoxin-7,4 
PSD-95: Postsynaptic density protein-95 
PYR: Pyrimethamine 
qRT-PCR: Quantitative real-time PCR, qRT, qPCR 
rAAV: Recombinant adeno-associated virus 
SD: Sandhoff disease 
SPHK1: Sphingosine kinase 1 
STAT3: Signal transducer and activator of transcription 3 
TACE: Tumor necrosis factor-alpha converting enzyme 
¢bCʰΥ ǘǳƳƻǊ ƴŜŎǊƻǎƛǎ ŦŀŎǘƻǊ-alpha 
TSD: Tay-Sachs disease 
TUNEL: Terminal deoxynucleotidyl transferase dUTP nick end labeling 
WT: Wild-type 
 

 

 

 

 

 

 

 

 

 



xiv 
 

DECLARATION OF ACADEMIC ACHIEVEMENT 

All work was performed by Alexander Hooper except the following: 

Chapter 2: Figure 2.1, Figure 2.2, Figure 2.3, Figure 2.4, Figure 2.5a-b, Figure 2.6, Figure 

2.9, Table 2.1. Hatem Abo-Ouf performed the behaviour testing (Figure 2.1), Ganglioside 

assays (Figure 2.2, 2.3), qPCR (Figure 2.4), and bone marrow transplant experiments 

(Table 1). Hatem Abo-Ouf and Helena Janse Van Rensburg worked together on the 

western blots (Figure 2.5A-B, 2.6A-E, 2.9A-D). Elizabeth White performed the 

immunofluorescence experiment (Figure 2.6F). 

Chapter 4: Figure 4.1, Figure 4.6. Rosemarie Venier performed the qRT-PCR experiment 

(Figure 4.1A). Javier Alamilla performed the electrophysiology experiments (Figure 4.6). 

 

 

 

 

 

 

 

 

 



Ph.D. Thesis ς A. Hooper; McMaster University ς Biology  
 

1 
 

CHAPTER 1: Introduction 

1.1 Neurodegenerative Diseases 

As the average age of the global population grows, neurodegenerative diseases 

are progressively more common, and the costs- both financial and personal- are also 

increasing. In Canada, the percentage of Canadians aged 65 years or higher is expected 

to shift from 15% to 23% during the period of 2011- 2031 (The Government of Canada 

and Neurological Health Charities Canada, 2011). According to a report by the World 

IŜŀƭǘƘ hǊƎŀƴƛȊŀǘƛƻƴ ƛƴ нллпΣ !ƭȊƘŜƛƳŜǊΩǎ ŘƛǎŜŀǎŜ ό!5ύ ŀƴŘ ƻǘƘŜǊ ŘŜƳŜƴǘƛŀǎ Ŏƻǎǘ ǘƘŜ 

world population approximately 11.16 million disability-adjusted life years (DALY, a 

measure of the cumulative number of years lost due to poor health and death) (The 

World Health Organization, 2004). More than 340,000 Canadians currently suffer from 

!ƭȊƘŜƛƳŜǊΩǎ ŘƛǎŜŀǎŜΣ ŀƴŘ упΣтлл /ŀƴŀŘƛŀƴǎ ǎǳŦŦŜǊ ŦǊƻƳ tŀǊƪƛƴǎƻƴΩǎ ŘƛǎŜŀǎŜ όt5ύΦ .ȅ 

2031, these numbers are expected to grow to 674,000 and 163,700, respectively (The 

Government of Canada and Neurological Health Charities Canada, 2011). The burden of 

neurological conditions extends beyond the patient. According to data published by the 

Government of Canada and Neurological Health Charities Canada in 2011, 28% of 

informal caregivers to people with neurological conditions in Canada reported distress, 

versus 13% for caregivers to people without neurological conditions. In 2011, 39.6% of 

Canadians with a neurological condition received informal assistance. Aside from quality 

of life costs, there are also financial costs; for British Columbia alone during the period of 

2010-нлммΣ ǘƘŜ Ŏƻǎǘ ƻŦ ŘƛǊŜŎǘ ŎŀǊŜ ŦƻǊ ǇŀǘƛŜƴǘǎ ǿƛǘƘ !ƭȊƘŜƛƳŜǊΩǎ ŀƴŘ ƻǘƘŜǊ ŘŜƳŜƴǘƛŀǎ 
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ǘƻǘŀƭƭŜŘ ŀǇǇǊƻȄƛƳŀǘŜƭȅ ϷрнтΣпфпΣлллΣ ŀƴŘ tŀǊƪƛƴǎƻƴΩǎ ǘƻǘŀƭƭŜŘ ϷмнлΣоруΣлллΦ Lǘ ƛǎ ŎǊƛǘƛŎŀƭ 

that our understanding of neurological disorders remains on par with advances in 

medicine which result in increased longevity, in order to maintain quality of life for 

patients, families, and caretakers. 

1.2 Lysosomal Storage Disorders 

The lysosome is a subcellular organelle responsible for the degradation of 

biomolecules. In a normally functioning cell, lysosomal enzymes are translated through 

translocons into the lumen of the rough endoplasmic reticulum (RER) as either a soluble 

or membrane bound protein. Here, they receive a mannose-containing N-linked 

oligosaccharide. The hydrolases then move to the Golgi apparatus where the mannose is 

phosphorylated in a reaction with uridine diphosphate-N-acetylglucosamine, N-

acetylglucosamine-1-phosphotransferaseΣ ŀƴŘ ŀƴ ʰ-N-acetylglucosaminyl 

phosphodiesterase (Reitman and Kornfeld, 1981). In the trans-Gogli network the M6P is 

recognized by a M6P receptor (M6PR). Clathrin coated vesicles form, carrying the 

hydrolases to endosomes. Proton-pump ATPases then reduce the pH of the lysosomal 

lumen to pH 4.6-5.0, which activates the low pH-dependent hydrolases which are then 

able to degrade their target substrates (Kornfeld and Mellman, 1989; Saftig and 

Klumperman, 2009). Lysosomal storage disorders (LSD) are a group of 

neurodegenerative diseases including, Neimann-Pick, type C, Gaucher disease, Fabry 

disease, Tay-Sachs disease, and Sandhoff disease, all characterized by the inability of the 

lysosome to properly degrade substrates, leading to their build up within the cell. This 
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generally occurs due to a reduction or lack in specific hydrolase enzyme function, due to 

genetic defects. Individually, these diseases are rare- with specific LSDs rates in an  

Australian study ranging from 1 in 57,000 live births to 1 in 4.2 million live births- but 

collectively, they occur at a rate of up to 1 in 7,700 live births (Meikle et al., 1999). Tay-

Sachs disease occurs at a high rate in certain populations (a carrier frequency of 1 in 31 

North American Jews) (Petersen et al., 1983). Since these diseases often share 

characteristics, such as substrate buildup, hindrance of the protein synthesis pathways, 

and neurological symptoms, research into one disease may also be beneficial to our 

understanding of others. Due to the buildup of substrates within the CNS, LSDs are in 

ǎƻƳŜ ǿŀȅǎ ǎƛƳƛƭŀǊ ǘƻ ƳƻǊŜ ǇǊŜǾŀƭŜƴǘ ŘƛǎŜŀǎŜǎ ǎǳŎƘ ŀǎ !ƭȊƘŜƛƳŜǊΩǎ ŘƛǎŜŀǎŜΦ Lƴ ŦŀŎǘΣ ƛƴ 

mouse models for a subset of LSDs- GM2 gangliosidoses- intraneuronal amyloid-ʲ ό!ʲύΣ 

and ganglioside-ōƻǳƴŘ !ʲ όDAʲύ ǿŜǊŜ ŦƻǳƴŘ ǘƻ ŀŎŎǳmulate (Keilani et al., 2012). Both of 

these aŎŎǳƳǳƭŀǘƛƻƴǎ ŀǊŜ ŎƘŀǊŀŎǘŜǊƛǎǘƛŎ ƻŦ !ƭȊƘŜƛƳŜǊΩǎ ŘƛǎŜŀǎŜΣ ǎǳƎƎŜǎǘƛƴƎ ǎƛƳƛƭŀǊƛǘƛŜǎ ƛƴ 

their pathogeneses (Yanagisawa et al., 1995)Φ D!ʲ ǿŀǎ ŀƭǎƻ ŦƻǳƴŘ ǘƻ ƘŀǾŜ ŀŎŎǳƳǳƭŀǘŜŘ 

in the frontal cortex of the brains of human GM2 gangliosidosis patients. 

1.3 GM2 Gangliosidoses 

GM2 gangliosidoses are a group of similar LSDs related by the inability to 

degrade the ganglioside GM2 to GM3. This substrate accumulates in the cell, leading to 

a plethora of detrimental effects. These diseases occur through malfunction of the 

ŜƴȊȅƳŜ ʲ-ƘŜȄƻǎŀƳƛƴƛŘŀǎŜΣ ǿƘƛŎƘ ƛǎ ŎƻƳǇƻǎŜŘ ƻŦ ŀ ŘƛƳŜǊ ƻŦ ǘǿƻ ǇƻǎǎƛōƭŜ ǎǳōǳƴƛǘǎ όʰ- 

ŦƻǳƴŘ ƻƴ ǘƘŜ ƘǳƳŀƴ ŎƘǊƻƳƻǎƻƳŜ мрκƳƻǳǎŜ ŎƘǊƻƳƻǎƻƳŜ фΣ ŀƴŘ ʲ- found on human 
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ŎƘǊƻƳƻǎƻƳŜ рκƳƻǳǎŜ ŎƘǊƻƳƻǎƻƳŜ моύΦ ¢ƘŜ ʰ-subunit contains a GM2 activator 

protein binding site, which presents GM2 and allows for its hydrolyzation to GM3. The 

ʰʲ ƛǎƻȊȅƳŜ ƛǎ ƪƴƻǿƴ ŀǎ ʲ-hexosaminidase A (HEXA), and is responsible for cleavage of 

N-acetylglucosamine and N-acetylgalactosamine residues from the ganglioside GM2. The 

ʲʲ ƛǎƻȊȅƳŜ ƛǎ ŎŀƭƭŜŘ ʲ-hexosaminidase B (HEXB); the enzyme responsible for cleavage of 

N-ŀŎŜǘȅƭƎŀƭŀŎǘƻǎŀƳƛƴŜ ǊŜǎƛŘǳŜǎ ŦǊƻƳ ǘƘŜ ƎŀƴƎƭƛƻǎƛŘŜ D!нΣ ŀƴŘ ŦǊƻƳ ƎƭƻōƻǎƛŘŜΦ ¢ƘŜ ʰʰ 

ƛǎƻȊȅƳŜ όʲ-hexosaminidase S), has no currently known function. 

1.3.1 Tay-Sachs Disease 

Tay-Sachs disease (TSD) is caused by a mutation of the gene HEXA, the product of 

ǿƘƛŎƘ ƛǎ ǘƘŜ ʰ-ǎǳōǳƴƛǘ ƻŦ ʲ-hexosaminidase A. There are four forms of Tay-Sachs 

disease, characterized by the period of onset. In the infantile form, patients are 

unaffected at birth, but develop a slew of symptoms at 3-6 months, including mild motor 

weakness, hypotonia, poor head control, decreasing attentiveness and a cherry red spot 

around the fovea. Motor, mental and visual abilities decline after 10 months and 

patients suffer from seizures and macroencephaly by year 2. Within 4 years, patients fall 

to a vegetative state and expire. In the Juvenile form, sufferers develop motor 

symptoms with 2-6 years, loss of speech, seizure, loss of vision, dementia and spasticity 

by year 10. The vegetative state and death occur within 10-15 years. Chronic onset 

patients adopt an abnormal gait and posture within 5 years, and live to approximately 

40, with neurological symptoms, although intelligence remains intact. Adult onset 

sufferers begin mimicking neurological disorders in their 20s, but ς like those with 
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chronic onset- intelligence is not affected (Kolter and Sandhoff, 2006). Diagnosis of the 

disease can be performed via enzymatic assays. HEXA is heat labile at 50C, while HEXB is 

not. By measuring the difference in enzyme activity on a common substrate, 4-

ƳŜǘƘȅƭǳƳōŜƭƭƛŦŜǊȅƭ ʲ-N-acetyl-glucosaminide (4-MUG), before and after exposure to 

heat, it is possible to estimate the enzymatic contribution of each enzyme (Narkis et al., 

1997). Genetic testing for common mutations is also an efficient way to identify disease 

carriers and sufferers. The most common allele for TSD is a 4-bp TATC insertion in exon 

11 of the HEXA gene, which produces a premature stop codon (Boles and Proia, 1995). 

This mutation represents approximately 79% of TSD alleles in Ashkenazi Jewish carriers- 

a particularily at-risk group- but as low as 16% percent of TSD alleles in non-Jewish 

carriers (Paw et al., 1990; Triggs-Raine et al., 1990). French Canadians are also 

commonly affected, and the most common mutation in the French Canadian population 

is a 7.6-kb genomic deletion involving the HEXA promoter and exon 1; no mRNA is 

produced by this allele (Myerowitz and Hogikyan, 1986). 

1.3.2 Sandhoff Disease 

Sandhoff disease (SD) is caused by a mutation of the gene HEXB, the product of 

ǿƘƛŎƘ ƛǎ ŀ ǎǳōǳƴƛǘ ƻŦ ƴƻǘ ƻƴƭȅ ʲ-ƘŜȄƻǎŀƳƛƴƛŘŀǎŜ !Σ ōǳǘ ŀƭǎƻ ʲ-hexosaminidase B. 

Patients with this disease suffer similar symptoms as those with Tay-Sachs, with the 

following caveats: infant sufferers have organomegaly and slight bone deformation; 

juvenile onset type is typified by slurred speech, cerebellar ataxia, psychomotor 

retardation, normal vision, spasticity and mental deterioration with 3-10 years of life; 
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adult sufferers have an build-up of uncharged enzyme substrates (Kolter and Sandhoff, 

2006). 

1.4 Animal Models 

Mouse models have been developed on C57BL/6 backgrounds that mimic TSD 

and SD, through knockouts of the orthologous Hexa and Hexb genes respectively 

(Phaneuf et al., 1996). The Hexa gene was disrupted by insertion of a neomycin-

resistance gene cassette in exon 11, and Hexb by insertion of a neomycin-resistance 

gene cassette in exon 2. Hexa-/ - mice are largely asymptomatic however, due to an 

alternative metabolic pathway which allows conversion of GM2 to GA2 by the enzyme 

sialidase, which can then be metabolised to lactosylceramide (Sango et al., 1995). A 

similar effect has been produced in human neuroglia via upregulation of sialidase via an 

exogenous cDNA expression vector (Igdoura et al., 1999). Some Hexa-/- mice develop 

clinical symptoms, including tremors, within 1-2 years, in particular females who have 

bred, and this coincides with a reduction of HEXB expression (Jeyakumar et al., 2002). 

The Hexb-/ - mice accumulate gangliosides in the CNS and other tissues including the 

testis and epididymis, and have symptoms involving slow movement, muscle weakness, 

ataxic gait, and inability to right selves, onset at 3-4 months. Death occurs within 6 

weeks of onset, after development of tremors, myoclonus and spastic quadraparesis 

(Adamali et al., 1999; Phaneuf et al., 1996). Hexb-/ - mice display cognitive dysfunction 

presenting as hypoactivity and increased thigmotaxis, considered a measure of anxiety 

in mice (Gulinello et al., 2008; Simon et al., 1994). These mice also presented with 
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memory deficits, presenting as a reduction in novel object recognition. SD mice respond 

to a calorie restricted diet, with improved survival and performance on behaviour tests, 

and reduced inflammation, despite no marked difference in brain lipids, suggesting an 

avenue for treatment (Denny et al., 2006). SD mice accumulate not only GM2 and GA2, 

ōǳǘ ŀƭǎƻ ʰ-sȅƴǳŎƭŜƛƴ ŀƴŘ ʲ-synuclein, presynaptic proteins related to the cytoskeleton 

(Suzuki et al., 2003)Φ ʰ-synuclein accumulates in neurons of many regions of the brain, 

including the cingulate gyrus, subiculum, striatum terminus, olfactory bulb, thalamus, 

the deep cerebral cortex, the dentate gyrus, and CA3-п ǊŜƎƛƻƴ ƻŦ ǘƘŜ ƘƛǇǇƻŎŀƳǇǳǎΦ ʲ-

ǎȅƴǳŎƭŜƛƴ ǎƘŀǊŜǎ Ƴŀƴȅ ŀǊŜŀǎ ƻŦ ŜȄǇǊŜǎǎƛƻƴ ǿƛǘƘ ʰ-synuclein, but in particular 

accumulates in the cingulum, pontine gyrus, and granule cell layer of the cerebellum. As 

previously mentioned, SD mice also accumulate amyloid-ʲΣ ŀƴŘ ƎŀƴƎƭƛƻǎƛŘŜ-ōƻǳƴŘ !ʲΣ 

ōƻǘƘ ǘȅǇƛŎŀƭ ƻŦ ƻǘƘŜǊ ƴŜǳǊƻŘŜƎŜƴŜǊŀǘƛǾŜ ŘƛǎŜŀǎŜǎ ƛƴŎƭǳŘƛƴƎ !ƭȊƘŜƛƳŜǊΩs disease (Keilani 

et al., 2012; Yanagisawa et al., 1995). A reduction in phospholipid metabolism is seen in 

Hexb-/ - mice, which is consistent with observation in human SD patients (Buccoliero et 

al., 2004; Sandhoff et al., 1971). SD mice show heavy involvement of inflammation in the 

progression of the disease. Hexb-/ - mice present with infiltration of peripheral blood 

mononuclear cells (PBMC) into the CNS (Kyrkanides et al., 2008). They also suffer from 

thymic involution (shrinking of the thymus), occurring at approximately 15 weeks of age, 

due to apoptosis, which correlates with an increase in corticosterone levels (Matsuoka 

et al., 2011b). Interestingly, induced pluripotent stem cells (iPSC) from Hexb-/ - mice are 

impaired in their ability to differentiate to early neural precursors, and fewer neurons 
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develop from these precursors, relative to WT iPSCs (Ogawa et al., 2013). Hippocampal 

neurons from Hexb-/ - mice also have reduced axonal and minor process growth in 

culture, and retinal ganglion cells of SD mice show reduced numbers of neurite 

outgrowths relative to WT cells (Pelled et al., 2003b; Sango et al., 2005). This could 

indicate that neurological issues in SD are not just due to neuronal death, but also a 

decreased ability to generate new neurons and processes. 

1.5 Neuroinflammation, Neurodegeneration, and Sandhoff Disease 

Neuroinflammation has been indicated in many neurodegenerative diseases, 

ǎǳŎƘ ŀǎ !ƭȊƘŜƛƳŜǊΩǎ ŘƛǎŜŀǎŜ ό!5ύΣ ŀƴŘ tŀǊƪƛƴǎƻƴΩǎ ŘƛǎŜŀǎŜ όt5ύ ŀǎ ƴƻǘ Ƨǳǎǘ ŀ ǎȅƳǇǘƻƳΣ 

but also an exacerbating factor (Akiyama et al., 2000; Teismann and Schulz, 2004). 

Microglial activation has been shown to be an important element of Sandhoff disease 

progression in mouse models, with intense inflammation foregoing neurodegeneration- 

an effect suppressed via bone marrow transplantation from Hexb+/+ mice, despite no 

changes in GM2 storage (Wada et al., 2000). As microglia take up GM2, they are unable 

ǘƻ ƳŜǘŀōƻƭƛǎŜ ƛǘ ŘǳŜ ǘƻ ǘƘŜƛǊ ƻǿƴ ŘŜŦƛŎƛŜƴŎȅ ƻŦ ʲ-hexosaminidase B, leading to their 

demise, and the continuation of the inflammatory response (Fontaine et al., 2002; 

Skaper, 2007). CD45 positive cells are also shown to be increased in number in the 

brains of Hexb-/- mice relative to WT mice, suggesting an increase in the infiltration of 

peripheral blood mononuclear cells in the Sandhoff disease afflicted brain. Knockout of 

the CC-chemokine receptor CCR2 reduced the infiltration of PBMCs, and delayed the 

onset behavioural deficits in Hexb-/- Ccr2-/- mice relative to Hexb-/- mice (Kyrkanides et 
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al., 2008). Microglial activation can lead to the release of various cytokines, including  

interleukin-6 (IL6) and tumour necrosis factor-ŀƭǇƘŀ ό¢bCʰύΣ ǿƘƛŎƘ Ƴŀȅ ƛƴŘǳŎŜ ŀƴ 

apoptotic pathway in neurons, thus proliferating the response (Fontaine et al., 2002; 

Shishodia and Aggarwal, 2002). Apoptosis has indeed been identified in the course of SD 

(Huang et al., 1997). Astrocytes appear to also play a role in neurodegeneration in 

Sandhoff disease. The number of glial fibrillary acidic protein (GFAP) positive cells- a 

marker for activated astrocytes- was shown to be increased in the brains of Hexb-/- mice 

relative to WT mice, suggesting an activation of astrocytes in the brains of mice with 

Sandhoff disease (Kyrkanides et al., 2008). Astrogliosis and development of astrocyte-

based glial scars after neurodegeneration may inhibit the regeneration of neurite 

outgrowth, limiting recovery (Bovolenta et al., 1993). Knock-out of sphingosine kinase 1 

(Sphk1) in Hexb-/ - mice resulted in a reduction of astrocyte activation and improved 

survival, and increased body weight (Wu et al., 2008). There is evidence that these 

microglial and astroglial processes are increased through communication between the 

astrocytes and microglia/peripheral macrophages.  It has been shown that macrophage 

infiltration into the brain from the periphery coincides with an increase in the expression 

of macrophage-inflammatory protein 1 alpha (MIP-мʰύ ōȅ ŀǎǘǊƻŎȅǘŜǎΦ YƴƻŎƪƻǳǘ ƻŦ aLt-

мʰ ǊŜŘǳŎŜǎ ǘƘŜ ƛƴŦƛƭǘǊŀǘƛƻƴ ƻŦ ƳŀŎǊƻǇƘŀƎŜǎΣ ǊŜŘǳŎŜǎ ŜȄǇǊŜǎǎƛƻƴ ƻŦ ¢bCʰ ŀƴŘ ƛƴŎǊŜŀǎŜǎ 

the lifespan of Hexb-/- mice (Wu and Proia, 2004). Non-glial immune systems also appear 

to be involved in the Sandhoff disease. Hexb-/ - mice produce anti-GM2 and anti-GA2 IgG 

antibodies in later stages of the disease, detectable in serum, and present on the 
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Perkinje cells of the cerebellum, and in the thalamus. Knockout of the antibody-binding 

CŎ ǊŜŎŜǇǘƻǊ ŎƻƳƳƻƴ ʴ-ŎƘŀƛƴ όCŎwʴύ ƛƴ {5 ƳƛŎŜ improves lifespan and behaviour despite 

no change in GA2 or GM2 accumulations, verifying the involvement of adaptive 

immunity against gangliosides in the disease (Yamaguchi et al., 2004). Furthermore, 

Hexb-/ -CŎwʴ+/+ mice have a decreased CD4+/CD8+ ratio relative to CD4+/CD8- and CD4-

/CD8+ relative to Hexb+/-CŎwʴ+/+ and Hexb-/-CŎwʴ-/ - mice, indicating a shift towards mature 

populations of T-cells in SD mice, with rescue towards WT phenotype by knockout of 

CŎwʴ (Kanzaki et al., 2010). SD mice develop thymic involution at later ages due to 

apoptosis, and this is suggested to occur through autoimmunity against T cells that 

produce gangliosides, such as GA2. This autoimmunity may then lead to an immune 

response against neurons which also produce GA2 (Kanzaki et al., 2010; Matsuoka et al., 

2011b). Due to the heavy involvement of inflammation in the disease, many 

inflammation related proteins have been suggested as biomarkers for gangliosidoses in 

human patients including ENA-78, MCP-1, MIP-мʰΣ aLt-мʲΣ ŀƴŘ ¢bCwн (Utz et al., 2015). 

1.6 Glutamate as an Excitatory Transmitter and Involvement in Excitotoxicity 

Glutamate acts in the CNS as an excitatory neurotransmitter by acting upon 

various glutamate receptors. Excitotoxicity is the process involving overstimulation of 

various glutamate receptors leading to a high influx of Ca+2 ions into the cytosol. 

Overstimulation of these receptors may have many detrimental effects, including 

production of free radicals and expression of pro-death transcription factors (Wang and 

Qin, 2010). Excitotoxic death appears to occur as a mixture of both necrosis and 
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apoptosis depending on the glutamate receptors involved and surrounding tissue 

conditions (Martin et al., 1998). It has been demonstrated that apoptosis is indeed 

increased in tissues across the CNS of SD mice relative to WT mice, adding clout to the 

hypothesis that this may be a pathway of neurodegeneration in SD (Huang et al., 1997). 

The four AMPA receptor subunits (GLUR1-4) that are sensitive to AMPA are permeable 

to Ca+ influx with the exception of the common GLUR2(R), which limits the permeability 

of the heterotetramers when in complex via a positively charged arginine. It has been 

shown that the ratio of GLUR1 to GLUR2 in a cell membrane affects the excitotoxic 

vulnerability of rat neurons through Ca+ influx, with higher GLUR1 levels being 

associated with higher excitotoxicity occurrence (Kim et al., 2001). Glutamate receptors 

have also been connected to neurodegeneration in AD, through the influx of Ca+ leading 

to excitotoxicity (Hynd et al., 2004)Φ Lǘ Ƙŀǎ ŀƭǎƻ ōŜŜƴ ǎƘƻǿƴ ǘƘŀǘ ¢bCʰ Ƴŀȅ ƛƴŘǳŎŜ 

excitotoxicity in the rat hippocampus by inhibiting glutamate uptake by glutamate 

transporters, leading to overstimulation of N-methyl-D-aspartate receptors (NMDAR) 

which allows Na+ and Ca+2 ions to enter the cell, with the presence of NR2A or NR2B 

subunits being the determining factors in increased ion permeability. AMPARs do not 

appear to be a major factor for excitotoxicity in this case (Stanika et al., 2009; Zou and 

Crews, 2005)Φ ¢Ƙƛǎ Ƴŀȅ ƴƻǘ ŀƭǿŀȅǎ ōŜ ǘƘŜ ŎŀǎŜ ƘƻǿŜǾŜǊΣ ŀǎ ¢bCʰ Ƙŀǎ ōŜŜƴ ǎƘƻǿƴ ǘƻ 

cause localization of GLUR1 to at the cell membrane in dissociated rat hippocampal 

neurons, thereby increasing the risk of excitotoxicity (Ogoshi et al., 2005). It is unknown 

how this localization occurs, and this could occur through interaction with Np1. 
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1.7 Regulation of Glutamate Excitation via Neuronal Pentraxins 

Neuronal pentraxins are a family of calcium-dependant lectins which can form 

heteromultimers, and together bind the snake venom taipoxin (Kirkpatrick et al., 2000; 

Xu et al., 2003). Neuronal pentraxins contain highly conserved structures between 

species, including a c-terminal 'pentraxin domain' that mediated binding to AMPA 

receptors, 2 coiled-coil domains, and 3 N-terminal cysteine residues, responsible for 

inter-pentraxin disulphide linkages (Omeis et al., 1996). Neuronal pentraxin 1 (NP1), 

neuronal pentraxin 2 (NARP) and the neuronal pentraxin receptor (NPR) have been 

shown to co-localize and cause the clustering of AMPA receptors (AMPAR)- responsible 

for binding glutamate and  acting as an ion channel for Na+, K+, and Ca+2- and are thus 

involved in postsynaptic shaping. Narp appears to be more efficient at clustering 

AMPARs, but is found in lower numbers in the CNS in vivo. Clustering appears to be 

more efficient when pentraxins are found on adjacent cells to those containing AMPARs 

(Xu et al., 2003). Both NP1 and Narp are expected to be soluble proteins, while NPR 

contains a transmembrane domain that may anchor the neuronal pentraxin 

heterocomplexes to the cellular membrane. It has been shown that cleavage of NPR by 

the metalloprotease TNF-alpha converting enzyme (TACE) can lead to colocalization of 

NPR with AMPAR within endosomes, resulting in depression of synapse excitability (Cho 

et al., 2008). Thus pentraxins may play a role in both increasing and decreasing synapse 

strength. 

1.8 Roles of Neuronal Pentraxin 1 in Neuronal Death 
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Np1 has been shown as directly responsible for activation of apoptosis in rat 

cerebellar granule cells, and is implicated with excitotoxic neuronal death through 

GLUR1/AMPA during hypoxic-ischemic injury in neo-natal rats (DeGregorio-Rocasolano 

et al., 2001; Hossain, 2008; Yeste-Velasco et al., 2008). On the other hand, neuronal 

pentraxins could be protective against excitotoxicity, through endocytosis of AMPARs, 

and phagocytosis of synaptic contents by glia, through interaction with C1q complexes 

(Gasque et al., 2000; Kreutzberg et al., 1989; Stevens et al., 2007). These findings may 

suggest that NP1 is either positively or negatively acting in TSD and SD as a regulatory 

mechanism for AMPA induced excitotoxicity. A recent study has found a role for NP1 in 

relating low neuronal activity to the process of inducing BCL2 associated X protein (BAX)-

dependant mitochondrial fragmentation and therefore apoptosis (Clayton et al., 2012). 

NP1 has also recently been shown to be expressed in astrocytes, where it may have any 

number of unexplored roles (Wang et al., 2012). 

1.9 Available Treatments 

Treatments for lysosomal storage disorders can generally be catagorized into six 

major groups; gene therapy, enzyme replacement, substrate reduction, bone marrow 

transplantation, pharmalogical chaperones, and treatment of secondary effects. 

1.9.1 Gene Therapy 

Gene therapies aim to correct the original cause of lysosomal storage disorders, 

which is a malfunctioning or non-functioning enzyme gene product. By introducing and 

expressing a functional version of the enzymes, the affected cells should be restored to a 
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relatively normal function. Recombinant adeno-associated viruses (rAAV) are the 

expression vector of choice for gene therapies due to their low immunogenicity, that 

they do not integrate into the genome, and they are able to infect postmitotic cells. 

Expression of HexA and HexB in mice via the recombinant adeno-associated virus 

rAAV2/1, has been shown to reduce the loss of neurons in the thalamus of SD mice, 

after injection into the striatum- a neighbouring brain structure (Sargeant et al., 2011). 

rAAV9 expressing HexB has also been used successfully in neonatal SD mice to increase 

lifespan and reduce GM2 in the brain, via intravenous injection (Walia et al., 2015). 

Another virus often used for this purpose- AAVrh8- is a vector isolated from rhesus 

monkeys, which is able to cross the blood brain barrier and displays reduced peripheral 

tropism, making it a good candidate for CNS specific gene-therapy (Giove et al., 2010; 

Yang et al., 2014). Use of AAVrh8 vectors and species-specific hexosaminidase enzymes 

produces a lessened (though measurable) immune reaction in the form of anti-vector 

antibodies, compared to AAV1 vectors expressing human hexosaminidase enzymes 

(Bradbury et al., 2013). AAVrh8 has been used to express feline HexA and HexB in cat 

models of SD via thalamic and intracerebroventricular injections, resulting in reduced 

GA2 and GM2 levels in the brain, reduced tremors at predetermined endpoint, and 

improved behaviour scores (McCurdy et al., 2015; Rockwell et al., 2015). This is a 

promising step from smaller organisms, such as mouse models, towards Tay-Sachs and 

Sandhoff disease patients. Although a promising technology for treatment, gene therapy 

has its caveats. Use of gene therapy appears to be most effective when administered 



Ph.D. Thesis ς A. Hooper; McMaster University ς Biology  
 

15 
 

early in life, as evidenced by mouse models. After 12 weeks of life before treatment, 

there is no apparent difference in the survivability of mice treated with HexA and HexB 

expressing rAAV2/1 vectors and mice that were untreated. Myelination is also affected 

early on, and cannot be fully rescued, even with treatment administered at ages as early 

as 4 weeks (Cachon-Gonzalez et al., 2014). This means that treatment by this method 

may only be useful in those where the disease is detected as early as possible. Gene 

therapy is also a controversial technique with ethical considerations and mixed public 

opinion, which will not be expanded upon here. 

1.9.2 Enzyme Replacement Therapy 

By replacing the dysfunctional hexosaminidase enzymes with modified and/or 

functional equivalents, enzymatic activity can be restored, leading to a reduction of 

built-ǳǇ DaнκD!нΣ ŀƴŘ ŀ ƭŜǎǎŜƴƛƴƎ ƻŦ ǎȅƳǇǘƻƳǎΦ wŜŎƻƳōƛƴŀƴǘ ʲ-hexosaminidase A has 

been produced in yeast, and bound with mannose-6-phosphate (M6P) to allow its 

transportation to the lysosomal through the cell. This recombinant enzyme was 

successfully taken up by TSD and SD patient-derived fibroblasts through surface M6P 

receptors, and reduced accumulated GM2 (Akeboshi et al., 2007). Introduction of 

replacement enzymes to the CNS can be difficult, due to the blood brain barrier, as well 

as immune responses to the introduced enzymes (Wang et al., 2008). Enzymes can be 

administered via intracerebroventricular injection to bypass the blood brain barrier, as 

has been performed on a SD mouse model (Matsuoka et al., 2011a).  

1.9.3 Substrate Reduction Therapy 
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The primary result of the dysfunction of HexA and HexB, is the intralysosomal 

buildup of gangliosides in the cells of the CNS. By reducing the upstream metabolites 

that would later be converted to GM2 and GA2, the burden on the CNS can be relieved. 

This principle is validated by the increased lifespan of Hexb-/ - GalNAcT-/ - mice. These 

mice ƭŀŎƪ ŀ ŦǳƴŎǘƛƻƴŀƭ  ʲмΣп-N-acetylgalactosaminyltransferase, essentially preventing 

the generation of the HexB target substrates (Liu et al., 1999).  One inhibitor of the 

biosynthesis of gangliosides has been heavily studied, N-butyldeoxynojirimycin (NB-DNJ, 

Migulstat). NB-DNJ is an inhibitor of glucosylceramide synthase, a precursor of GM2 and 

GA2, and has been used in the treatment of patients with other lysosomal storage 

disorders, including adults with type I Gaucher disease and Niemann-Pick disease, types 

C. NB-DNJ has been used to treat several teenage patients with Sandhoff disease with at 

least some success, followed by stability of weight and slowing of disease 

progression(Tallaksen and Berg, 2009; Wortmann et al., 2009). A larger study 20 adults 

with late-onset Tay-Sachs disease treated with NB-DNJ found no difference between the 

treatment group and 10 control patients(Shapiro et al., 2009). NB-DNJ also has several 

side effects at high doses including weight loss, and bowel irritation (Andersson et al., 

2004; Platt et al., 1997; Shapiro et al., 2009). Another iminosugar, N-

butyldeoxygalactonojirimycin (NB-DGJ) has been shown to be effective in reducing the 

accumulation of GM2 in Hexb-/ - mice via inhibition of glucosylceramide synthase with 

fewer adverse side effect, relative to NB-DNJ (Baek et al., 2008). Intraperitoneal injection 

with NB-DNJ was found to be more effective than intracranial transplantation of wild-
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type neural stem cells at reducing GM2, with no additive effect between the two 

treatments (Arthur et al., 2012). These studies were conducted in early post-natal mice 

however (up to p5 and p15, respectively), and long term effects require further 

research. 

1.9.4 Bone Marrow Transplantation 

Since macrophages of TSD and SD patients are unable to metabolize GM2, and 

peripheral macrophages are able to infiltrate the brains of SD sufferers, bone marrow 

transplantation (BMT) of healthy cells may be a viable option for treatment (Wada et al., 

2000). It has been shown that exposure to the bone marrow of Hexb-/ -Tnf-/ - mice, can 

improve the lifespan of SD mice, suggesting the benefits are not entirely due to the 

improved metabolism of gangliosides, but also to an improved cytokine profile (Abo-Ouf 

et al., 2013). BMT has been performed as a treatment for several lysosomal storage 

disorders, including Gaucher disease and mucopolysaccharidoses, with encouraging 

results (Hoogerbrugge et al., 1995). Bone marrow transplantation between WT mouse 

ŘƻƴƻǊǎ ŀƴŘ {5 ƳƻǳǎŜ ǊŜŎƛǇƛŜƴǘǎ Ƙŀǎ ōŜŜƴ ǎƘƻǿƴ ǘƻ ƛƴŎǊŜŀǎŜ ǘƘŜ ǊŜŎƛǇƛŜƴǘΩǎ ƭƛŦŜǎǇŀƴΣ 

though not to wild-type levels. In fact, co-treatment with the ceramide 

glucosyltransferase inhibitor NB-DNJ further increases the life span of the SD mice, 

indicating that the bone marrow transplant is not a complete treatment on its own 

(Jeyakumar et al., 2001). This is also a painful and potentially dangerous measure, and so 

may not be a suitable treatment for many patients. 

1.9.5 Pharmacological Chaperones 
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HexA and HexB are produced in the ER and transported via the Golgi apparatus 

to the lysosome. When misfolding occurs, the enzymes are degraded by the 

endoplasmic reticulum associated protein degradation pathway (ERAD). 

Pharmacological chaperones are small molecules that can bind to misfolded proteins to 

either restore enzyme activity, or to aid in their transportation out the ER to their target 

destination, where any residual activity can be of benefit. Often, only partial return of 

enzyme function is required to increase prognosis. For HEXA, this level has been cited as 

low as 5-10% HEXA activity, with apparently healthy individuals observed in clinic with 

activity levels as low as 10% (Dreyfus et al., 1977). One such pharmacological chaperone 

that has been studied for use in GM2-ganglisidoses is pyrimethamine (PYR), which 

functions to increase HexA activity. This drug is orally administered and is able to cross 

the blood brain barrier to some extent (Weiss et al., 1988). Phase I/II clinical trials found 

increased HexA activity in TSD and SD patient at dosages below those that cause side 

effects, with varying levels of activity increase, depending on the mutation(Clarke et al., 

2011). However, fibroblasts from several SD patients treated with PYR were able to 

hydrolyze artificial test substrates, but not natural GM2, indicating it is not a cure-all 

treatment (Chiricozzi et al., 2014). An issue with chaperones, including PYR, is that they 

need to be validated for each mutation, of which there are at least 86 known variants 

for TSD, and 22 for SD (Maegawa et al., 2007; Mahuran, 1999). Chaperones will also not 

work on nonsense mutations where functional regions of the enzyme are missing, or 

where no protein is produced. 
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1.9.6 Treatment of Secondary Effects 

As inflammation is a major factor in the decline of patient health in those with 

TSD and SD, pathways involved in inflammation may be considered as therapeutic 

targets (Jeyakumar et al., 2003)Φ wŜŘǳŎǘƛƻƴ ƻŦ ¢bCʰ Ƙŀǎ ōŜŜƴ ǎƘƻǿƴ ǘƻ ƛƴŎǊŜŀǎŜ ǘƘŜ 

ƭƛŦŜǎǇŀƴ ƻŦ {5 ƳƛŎŜΣ ŀƴŘ ǘƘŜǊŜ ŀǊŜ Ƴŀƴȅ ŘǊǳƎǎ ǘƘŀǘ ŀǊŜ ŀŎǘƛǾŜ ŀƎŀƛƴǎǘ ¢bCʰΣ ƛƴŎƭǳŘƛƴƎ 

thalidomide, and bupropion (Abo-Ouf et al., 2013)(Brustolim et al., 2006). Sandhoff 

disease mice also respond well to nonsteroidal anti-inflammatory drugs (NSAIDs), 

including indomethacin, ibuprofen and aspirin, showing approximately 12-15% increase 

in lifespan (Jeyakumar et al., 2004). One benefit of these treatments is that drugs for the 

reduction of inflammation are abundant and thoroughly tested, and many are approved 

by food and drug administrations, meaning they may be immediately prescribed for off ς

label use by physicians. 

1.10 Rationale and Objectives 

Since TSD and SD are relatively rare disorders, much less is known about them 

ǊŜƭŀǘƛǾŜ ǘƻ ƻǘƘŜǊ ƴŜǳǊƻŘŜƎŜƴŜǊŀǘƛǾŜ ŘƛǎŜŀǎŜǎΣ ǎǳŎƘ ŀǎ !ƭȊƘŜƛƳŜǊΩǎΦ ¢ƘŜ ƳŀƧƻǊƛǘȅ ƻŦ 

research on TSD and SD involve the study of inflammatory processes and the treatment 

of these pathways. Other potential neurodegenerative pathways which are being 

investigated for other neurodegenerative diseases, including excitotoxicity, and 

apoptotic pathways have been ignored. There is a need for new treatment avenues, as 

current attempts are incomplete, intrusive, or have unwanted side-effects. By analyzing 

the order and mechanisms of neurodegenerative processes in mouse models of TSD and 
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SD, we may illuminate new areas for exploitation in the treatment of said diseases. As 

TNF is central to inflammatory, apoptotic and even survival pathways, its pluralistic role 

may make it a far-reaching target for therapies. Similarly, the dualistic roles of NP1 in 

both upregulation and downregulation of excitatory synapses, as well as its potential 

role in apoptosis, make it a completely unknown variable and an interesting potential 

candidate for treatment targeting. As several pathological pathways are involved in the 

disease (microgliosis, astrogliosis, and perhaps others), knowledge of the precise timing 

of the onset of these can be useful in designing treatment courses to take before critical 

events in the progression of the disease, and to avoid treatments before they are 

required. 

1.10.1 Objectives: 

1. To examine the effects of TNCʰ depletion on a SD mouse model in order to 

identify the interactive effects on microglia, astrocytes, and apoptosis. We will knockout 

¢bCʰ ŦǊƻƳ {5 ƳƛŎŜΣ ŀƴŘ ŎƻƳǇŀǊŜ ƭŜǾŜƭǎ ƻŦ ƳƛŎǊƻƎƭƛƻǎƛǎΣ ŀƴŘ ŀǎǘǊƻƎƭƛƻǎƛǎ ƛƴ ǾŀǊƛƻǳǎ 

tissues of the brain and spine. We will measure the coinciding apoptosis at these sites to 

determine what effect any changes in glia have on the health of surrounding neuronal 

tissues.  

2. To investigate the developmental progression of microgliosis and astrogliosis 

over the lifetime of SD mice. By measuring protein levels and activation of glia in the 

CNS of WT and SD mice, we intend to compare the onset of various inflammation 

markers, with neuronal and apoptotic markers at a greater resolution than measured in 
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the literature. We aim to identify the interaction between molecular pathways, as well 

as identifying critical stages of the disease, and the pathways responsible for each.  

3. To establish a role for neuronal pentraxins and the regulation of excitatory 

synapses in the decline of neurons in SD. Knockout of the regulatory protein NP1 in an 

SD mouse model, will enable us to observe the effects on synaptic proteins such as 

GluR1, GluR2, and NMDAR1 in the CNS. We also intend to observe the effects on 

neurodegeneration by measuring apoptotic markers. An overall detrimental or 

beneficial effect on the mice will be quantified by behaviour, body mass and lifespan 

measurements.  
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CHAPTER 2: Deletion of tumor necrosis factor-ʰ ŀƳŜƭŜǊƛƻǊŀǘŜǎ neurodegeneration in 

Sandhoff disease mice 
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mice. Hum Mol Genet. 2013 Oct 1;22(19):3960-75 

 

Corresponding Author: 

Dr. Suleiman Igdoura 

McMaster University, 1280 Main St. W. 

Hamilton, Ontario, Canada 

L8S 4K1 

Email: igdoura@Mcmaster.ca 

(905) 525-9140 ex. 27729 

 

 

 

 

 

 

 

 

 

 

 

 

 



Ph.D. Thesis ς A. Hooper; McMaster University ς Biology  
 

23 
 

2.1 Preface  

Alexander Hooper performed the immunohistochemistry experiments (Figure 

2.5, 2.7), the TUNEL experiments (Figure 2.8), prepared tissues for the slides used in the 

immunofluorescence experiments (Figure 2.6F), assisted with bone marrow isolation, 

and performed the statistical analysis of bone marrow transplantation results (Table 

2.1), western blot results (Figure 2.9), behaviour (Figure 2.1), immunohistochemistry 

(Figure 2.5C-E, Figure 2.7A-C), and TUNEL experiments (Figure 2.8A-C). 

Hatem Abo-Ouf performed the behaviour testing (Figure 2.1), Ganglioside assays 

(Figure 2.2, 2.3), qPCR (Figure 2.4), and bone marrow transplant experiments (Table 1). 

Hatem Abo-Ouf and Helena Janse Van Rensburg worked together on the western blots 

(Figure 2.5A-B, 2.6A-E, 2.9A-D). Elizabeth White performed the immunofluorescence 

experiment (Figure 2.6F). 
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CHAPTER 3: Bi-phasic gliosis drives neuropathology in Sandhoff disease 
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3.1 Preface 

All of the following work was performed by Alexander Hooper. 
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3.2 Abstract 

Microgliosis and astrogliosis are known to be exacerbating factors in the 

progression of the lysosomal storage disorder Sandhoff disease. We have also found 

evidence for excitotoxicity via glutamate receptors in Sandhoff disease. To view the 

interaction of these cascades, we measured cerebellar expression of markers for gliosis, 

apoptosis, and excitatory synapses over the disease course in a Sandhoff disease mouse 

model. We observe a 2-stage model, with initial activation of microgliosis as early as 60 

days of age, followed by a later onset of astrogliosis, caspase-mediated apoptosis, and 

reduction in GluR1 at approximately 100 days of age. 

3.3 Introduction 

Sandhoff disease (SD) is caused by a mutation in the Hexb gene, the product of 

which is a subunit of two lysosomal enzymes- -̡hexosaminidase A and ̡-

hexosaminidase B- which leads to accumulations of the gangliosides GM2 and GA2  in 

neuronal tissues  (Itoh et al., 1984; Sandhoff et al., 1971). Hexb-/ - mice are well studied 

and are representative of Sandhoff disease and the closely related Tay-Sachs disease 

(TSD), with mice displaying motorneuronal and behavioural deficits, reaching endpoint 

at approximately 17-19 weeks (Phaneuf et al., 1996).  

The disease is largely viewed as perpetuated through the activation of 

microglia/central nervous system (CNS) infiltrating peripheral blood mononuclear cells 

(PBMC) and astrocytes, with many genes related to gliosis upregulated in the disease in 

both humans and mouse models (Jeyakumar et al., 2003; Myerowitz et al., 2002; 
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Sargeant et al., 2012). It has been observed that microgliosis occurs before neuronal  

apoptosis in the brainstem and spinal cord of SD mice, and thus it is suggested that the 

chronic accumulation of microglia and macrophages- themselves unable to process 

gangliosides- leads to increased neurotoxicity (Wada et al., 2000). 

Microglial/macrophage contributions to the disease have been shown to be lessened in 

double knockouts (DKO) involving inflammatory genes including  Hexb-/ -Ccr2-/ -, Hexb-/ -

aƛǇмʰ-/ - and Hexb-/-¢ƴŦʰ-/ -, resulting in increased lifespans of SD mouse models (Abo-Ouf 

et al., 2013; Kyrkanides et al., 2008; Wu and Proia, 2004). Related proteins, macrophage 

inflammatory protein-1 alpha and beta (MIP-мʰΣ MIP-мʲύΣ ŀƴŘ ǘǳƳƻǳǊ ƴŜŎǊƻǎƛǎ ŦŀŎǘƻǊ 

receptor 2 (TNFR2) have been identified as strong biomarkers for gangliosidoses in 

human patients (Utz et al., 2015). Interestingly, ablating Ccr2-provoked infiltration of 

t.a/ǎ όǎǳōǎŜǉǳŜƴǘƭȅ ƭƻǿŜǊƛƴƎ ǘƘŜ ƴǳƳōŜǊ ƻŦ ¢bCʰ ŜȄǇǊŜǎǎƛƴƎ ŎŜƭƭǎ ƛƴ ǘƘŜ ōǊŀƛƴύ 

appears to have no effect on apoptotic pathways or astrocyte activation (Kyrkanides et 

al., 2008). This is surprising since microglial activation can lead to the release of various 

cytokines, including interleukin-6 (IL6) and tumour-necrosis factor-ŀƭǇƘŀ ό¢bCʰύΣ ǿƘƛŎƘ 

may induce an apoptotic pathway in neurons, and since we ourselves have observed a 

reduction in astrocytes and apoptosis in the cerebellum of Hexb-/ -¢ƴŦʰ-/- mice relative to 

Hexb-/ - mice (Abo-Ouf et al., 2013; Shishodia and Aggarwal, 2002). It is possible that the 

reƳŀƛƴƛƴƎ ¢bCʰ ƛƴ Hexb-/ -Ccr2-/ - mice is sufficient for the astroglial and apoptotic 

pathways, or the effect is tissue specific. Astrogliosis appears to be driven by one or 

more pathways involving Sphk1/S1P receptors, and ERK (but not AKT), and ganglioside 
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buildup in SD astrocytes is sufficient to activate proliferation (Kawashima et al., 2009; 

Kyrkanides et al., 2008; Wu et al., 2008). While the importance of microgliosis and 

astrogliosis in SD are clear, their relationship to each other during their progression in 

the development of the disease is not, warranting further study. 

Because of the importance of gliosis in SD, neuronal aspects of disease progression 

have been largely ignored in favor of inflammatory mechanisms. However, in 

!ƭȊƘŜƛƳŜǊΩǎ ŘƛǎŜŀǎŜΣ !at!w ŘȅǎǊŜƎǳƭŀǘƛƻƴ Ƴŀȅ ƭŜŀŘ ǘƻ ƴŜǳǊƻƴŀƭ ŘŜŀǘƘ ǘƘǊƻǳƎƘ 

excitotoxicity, and Sandhoff patients have been shown to share common traits with 

!ƭȊƘŜƛƳŜǊΩǎ ŘƛǎŜŀǎŜΣ ƛƴŎƭǳŘƛƴƎ ƛƴǘǊŀƴŜǳǊƻƴŀƭ ŀŎŎǳƳǳƭŀǘƛƻƴǎ ƻŦ ŎŜƭƭǳƭŀǊ ǇǊƻŘǳŎǘǎ ǎǳŎƘ ŀǎ 

amyloid-beta (Abad et al., 2006; Hynd et al., 2004; Keilani et al., 2012)Φ  ¢bCʰ Ƙŀǎ ōŜŜƴ 

shown to increase insertion of both calcium-permeable GluR1 in hippocampal pyramidal 

neurons, and calcium-impermeable GluR2 in motor neurons (Ogoshi et al., 2005; Rainey-

Smith et al., 2010).  Increased neuronal activity through calcium-permeable AMPARs can 

cause excitotoxicity, while decreased neuronal activity can lead to caspase-mediated 

apoptosis in cerebellar granule neurons (Clayton et al., 2012; Van Damme et al., 2007). 

5ǳŜ ǘƻ ǘƘŜ ƛƴǾƻƭǾŜƳŜƴǘ ƻŦ ¢bCʰ ƛƴ {5Σ ŀƴŘ ƛǘǎ ǾŀǊƛƻǳǎ ǊƻƭŜǎ ƛƴ !at!w ŘƛǎǘǊƛōǳǘƛƻƴΣ 

AMPARs such as GluR1 make interesting targets for study. 

Immunohistochemical time course experiments have been performed in the 

brainstem and spinal cord of SD mice for glial and apoptotic markers, but did not include 

measurement of molecular expression levels, and this study seeks to expand on that 

work (Wada et al., 2000). To identify key developmental time points for various aspects 
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of SD- including gliosis, neurological markers, and neuronal death- we have analysed 

expression of disease markers over the progression of the illness in mouse models. We 

demonstrate a two-stage model of Sandhoff disease, with an early onset of microgliosis 

followed by a later increase in astrogliosis and apoptosis, and a reduction in GluR1. 

3.4 Materials and Methods 

3.4.1  Mice 

Hexb-/ - mice were generated as previously described, on a C57BL/6 background. 

Control wild-type (WT) mice are C57BL/6 (Phaneuf et al., 1996). 

3.4.2 Genotyping 

Genotyping of mice was performed via PCR on tail samples, using the following 

primers at previously described:  For Hexb- Hexb-R: CAATCGGTGCTTACAGGTTTCATC, 

HexbWT-F: GGTTTCTACAAGAGACATCATGGC, HexbKO-F: 

GATATTGCTGAAGAGCTTGGCGGC. 

3.4.3 Behaviour testing 

Hexb+/+ and Hexb-/ - female mice were tested at 8, 11, 14 and 17 weeks of age, to 

observe changes in behaviour during the expected major period of decline in the health 

of Hexb-/-. Only female mice were used in order to control for effects that natural 

differences in body mass between sexes would have on physical performance tasks. 

Measurements were taken of wire hang, rotarod, righting reflex, and body mass. Wire 

Hang: Mice were placed on top of a wire mesh, which was then inverted, 30 cm above a 

padded surface. Hang time was measured from the point of inversion, until time to fall- 
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to a maximum of 5 min. The best time of 3 consecutive trials was used. Rotarod: Mice 

were placed on a rotating rod (Accuscan EzRod with EzRod v.120 software), and time to 

fall was measured via photo-sensors. Rotarod rotations were increased from 0 rpm to a 

maximum of 40 rpm over 360 sec. Mice were placed on the rod at 4 rpm. The best time 

of 3 consecutive trials was used. Righting Reflex: Mice were positioned on their backs 

(with a slight tilt to the left and then repeated to the right) on a solid surface, and time 

for mouse to right itself onto its feet was measured. The average of measurements for 

the left side and right side righting reflex was used a measurement of cerebellar, pons, 

and mesencephalon function. 

3.4.4 Western blot 

The cerebella of female WT and Hexb-/- mice at 60, 80, 100, and 120 days were lysed 

via sonication in proteinase inhibitor-containing RIPA. Laemmli sample buffer (6X) was 

added to the lysates and the samples were heated at 95°C for 5 min. Samples were 

resolved on a 10% SDS-PAGE gel, and blotted on nitrocellulose membrane. Membranes 

were blocked with 5% cow milk in PBS, and stained with the antibodies for the following 

proteins: MAC3 (BD Pharmingen, 553322), GFAP (Sigma-Adlrich, G3893), GluR1 (Cell 

Signaling, 8850), Cleaved caspase-9 (Cell Signaling, 9501), PSD-95 (Cell Signaling, 3409S), 

synaptophysin (Cell Signaling, 5461), neurofilament-L (Cell Signaling, 2837), and GAPDH 

(R+D Systems, AF5718). Detection was performed via enhanced chemilumescence using 

Amersham ECL Western Blotting Detection Reagents (GE Healthcare, Cat. No RPN2106). 

3.4.5 Immunohistochemistry 
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Wild-type and Hexb-/ - mice were processed as previously described (Abo-Ouf et 

al., 2013). Briefly: mice were harvested at 60, 80, 100, and 120 days, perfused with PBS, 

and fixed with 3.7% formaldehyde, and embedded in paraffin wax. Five-micrometre 

thick coronal cerebellar sections were sliced, and mounted on glass slides. The samples 

were then subjected to a xylene/ethanol/water rehydration series. Endogenous 

peroxidase was quenched with 1% H2O2. Samples to be stained for MAC3 underwent 

microwave antigen retrieval in 12 mM citric acid buffer. Samples were blocked with 10% 

goat serum, and immunolabeled with monoclonal antibodies against GFAP (Sigma-

Adlrich, G3893), and MAC3 (BD Pharmingen, 553322). Tissues were then incubated with 

biotinylated secondary antibodies, followed by an avidin/HRP-bound biotin solution 

(Santa Cruz, Mouse ABC Staining System #sc-2017, Rat ABC Staining System #sc-2019). 

{ŀƳǇƭŜǎ ǿŜǊŜ ǘƘŜƴ ǎǘŀƛƴŜŘ ǿƛǘƘ оΣоΩ- diaminobenzadine in the presence of 0.01% H2O2, 

and counterstained with methylene blue. For each slide, 20 random field images of the 

cerebellum were captured at 400X magnification, centred on the Perkinje layer. The area 

of the images was calculated using AxioVision 4.9.1 software (Zeiss, Oberkochen, 

Germany). For each sample, positively stained cells microglia/macrophages and 

astrocytes were quantified as (the total count per 20 random fields)/(total area of the 20 

fields). 

3.4.6 Data Analysis 

All statistical analyses were performed using SPSS v16 (SPSS Inc. Chicago, IL). T-

tests were used to compare means between data containing 2 groups. One-way ANOVA 
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όǇŜǊŦƻǊƳŜŘ ƻƴ ŀ ƭŀǊƎŜǊ ǎŜǘ ƻŦ Řŀǘŀ ǿƛǘƘ о ƎǊƻǳǇǎύ ŦƻƭƭƻǿŜŘ ōȅ ¢ǳƪŜȅΩǎ Ǉƻǎǘ ƘƻŎ ǿŜǊŜ 

used for all data with high normality and equal variance amongst groups. For groups of 

ǳƴŜǉǳŀƭ ǾŀǊƛŀƴŎŜΣ 5ǳƴƴŜǘǘΩǎ ¢о ǘŜǎǘ ǿŀǎ ǳǎŜŘ ǘƻ ŘŜǘŜǊƳƛƴŜ ǎƛƎƴƛŦƛŎŀƴt difference of the 

means at P<0.05. Graphs were generated using GraphPad Prism 5 v5.00 (La Jolla, CA, 

USA). 

3.5 Results 

3.5.1 Behaviour 

As a disease that affects neuromuscular function, Sandhoff disease progression can 

be measured in mice as a function of the ability to perform several well established 

behavioural tests (Wu et al., 2008; Wu and Proia, 2004). We sought to observe the 

stages of critical decline in our Hexb-/ - mice, generally observed between 11-17 weeks of 

age (Abo-Ouf et al., 2013).  

 Significant reductions in peripheral strength and coordination of Hexb-/ - mice 

occur between 11 and 14 weeks, as demonstrated by decreases in performance in wire 

hang and rotarod tests (Fig. 3.1A,B). Righting reflex, on the other hand, declines 

between 14 and 17 weeks (Fig. 3.1C). The righting reflex requires less peripheral 

strength and coordination than the wire hang and rotarod tests, and therefore may be 

less sensitive at earlier stages of the disease, but therefore indicates a period of extreme 

disease severity (prolonged righting reflex is used as an endpoint for Hexb-/ - mice). No 

significant differences were found with respect to body mass between genotypes (Fig. 

3.1D). From these data, it appears that there are critical cellular events occurring in 
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Hexb-/ - mice in the time between 11 and 14 weeks of age, which lead to the final stages 

of the disease. Treatment of these events just prior to their initiation could be an 

efficient method to delay the ultimate decline of Sandhoff disease sufferers. In order to 

determine which molecular pathways are activated or altered during this period, we 

performed Western blots and immunohistochemistry for various glial, neuronal, and 

apoptotic markers in the cerebellum across these time points. 

 

 

 

 

 

 

 

 

 

 

 

 

 

 



Ph.D. Thesis ς A. Hooper; McMaster University ς Biology  
 

50 
 

Figure 3.1. Decline in Sandhoff disease mouse behavioural performance occurs during 

specific time point. 

Hexb-/ - mouse deterioration in wire hang (A) and rotarod (B) performances occur 

during the same 11-14 week period, and closely precede the loss of the righting reflex 

(indicating endpoint)(C). Body mass is not significantly affected during this time 

period(D).  Bars = mean ± SE. T-tests, n = 3 for each group, *P < 0.05. 
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Figure 3.1 
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3.5.2 Gliosis/Inflammation 

Studies have previously measured the progression of microglial activation in the 

brains stem and spinal cord of SD mouse models, showing an increase in activation from 

1-4 months (Wada et al., 2000). Since the cerebellum is known to be a majorly affected 

site in the disease, is brain structure involved in the aforementioned affected 

behaviours, and the precise relationship between microglial activation and 

astroglial/astrocyte activation in the SD cerebellum is not known, we sought to observe 

these processes at a higher temporal resolution than previously measured. In order to 

assess changes in the levels of activated glia over the course of Sandhoff disease, we 

performed western blots to determine the protein levels of MAC3 (a marker for 

activated microglia/macrophages) and GFAP (a marker for activated astrocytes) on the 

cerebella of WT and SD mice at 60, 80, 100, and 120 days of age. The cerebellum was 

chosen since we have previously found significant increases in MAC3 and GFAP positive 

cells in the cerebella of 120 SD mice, relative to WT (Abo-Ouf et al., 2013). MAC3 levels 

do not coincide with GFAP changes, and are significantly higher in SD relative to WT as 

early as 80 days with a trend to this effect seen at 60 days (Fig. 3.2A). 
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Figure 3.2. Developmental progression of microgliosis in Sandhoff disease mouse 

cerebella. 

Cerebella from female WT and Sandhoff Disease mice at indicated age-points 

were blotted for the microglial marker MAC3. MAC3 is significantly higher in SD mice 

relative to WT mice as early as 80 days, with a trend towards this at 60 days (A). Bars = 

mean ± SE. T-tests, n = 3 for each group, *P < 0.05. Cerebellar sections from C57BL/6 and 

Hexb-/ - mice at 60, 80, 100, and 120 days of age were stained for MAC3 (B). The total 

number of MAC3 positively stained cells, from 20 random field images per section, 

centred on the Perkinje layer, were quantified and normalized to area (C). n = 3 for each 

genotype in each age group. Microgliosis is significantly increased in Hexb-/ - mice as early 

as 60 days. *P < 0.05. Scale bar = 50µm. Arrows indicate examples of positively stained 

microglia. 
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Figure 3.2 
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Figure 3.2 (continued)  
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GFAP is not significantly different in SD relative to WT until 100 days, when it 

increases sharply (Fig. 3.3A). This incongruity between microglial and astroglial 

regulation suggests the two populations are under unrelated controls, or that 

astrogliosis is dependent on a threshold not reached until 100 days of age. To further 

verify this and to determine if there is merely an upregulation of these markers within 

already activated microglia and astrocytes, or an increase in the number of activate cells, 

we stained paraffin embedded sections of cerebella from WT and SD mice at 60, 80, 100, 

and 120 days of age, and quantified the number of positively stained cells from random 

fields. Consistent with the protein data, microglia are seen to be activated at high 

numbers in the SD mice, relative to WT mice, as early as 60 days (Fig. 3.2B-C). Activated 

astrocytes numbers are not significantly higher in SD mice compared to WT mice, until 

80 days (Fig. 3.3B-C). 
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Figure 3.3. Developmental progression of astrogliosis in Sandhoff disease mouse 

cerebella. 

Cerebella from female WT and Sandhoff Disease mice at indicated age-points 

were blotted for the astroglial marker GFAP. GFAP increases significantly in SD mice at 

approximately 100 days of age (A). Bars = mean ± SE. T-tests, n = 3 for each group, *P < 

0.05. Cerebellar sections from C57BL/6 and Hexb-/ - mice at 60, 80, 100, and 120 days of 

age were stained for GFAP (B). The total number of positively stained cells from 20 

random field images per section, centred on the Perkinje layer, were quantified and 

normalized to area (C). n = 3 for each genotype in each age group. Astrogliosis is not 

significantly increased until 80 days. *P < 0.05. Scale bar = 50µm. Arrows indicate 

examples of positively stained astroglia. 
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Figure 3.3 
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Figure 3.3 (continued)  
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3.5.3 Neuronal Markers 

Based on the involvement  of AMPA receptors in other neurodegenerative 

diseases, we observed expression levels of the AMPAR GluR1 in the cerebella of WT and 

SD mice (Hynd et al., 2004).  GluR1 displays a sharp and significant decline at 100 days of 

age in the cerebellum of SD mice with a similar trend at 120 days, coinciding with the 

observed increase in GFAP levels (Fig. 3.4A). Since neuronal death is the ultimate result 

of SD, we felt it important to observe changes in neuronal and synaptic markers- in 

particular the 75kDa form of neurofilament (NF-L) as a general measure of neurons, 

synaptophysin as a measure of synapses, and PSD-95 as a marker for excitatory 

synapses. Despite neuronal death occurring, none of the general synaptic and neuronal 

markers measured (PSD-95, synaptophysin, or NF-L) appear to change within the 

cerebellum over the development of the disease (Fig. 3.4B-D). 
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Figure 3.4. Developmental differences of synaptic and neuronal markers in wild-type 

and Sandhoff disease mouse cerebella. 

Cerebella from female WT and Sandhoff Disease mice at indicated age-points 

were blotted for GluR1 (A), the excitatory synaptic marker PSD-95 (B), the general 

synaptic marker synaptophysin (C) and for the neuronal marker neurofilament-L (D). 

Despite a measured increase in cerebellar cell death in SD relative to WT, no changes are 

seen in PSD-95, synaptophysin, or neurofilament-L. GluR1 drops significantly in SD 

relative to WT cerebella at a100 days of age, indicating dysregulation and/or specific loss 

of GluR1 excitatory neurons. Bars = mean ± SE. T-tests, n = 3 for each group, *P < 0.05. 
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Figure 3.4 (continued) 
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3.5.4 Apoptosis 

Despite previous studies showing no increase in apoptosis in the cerebellum of 

SD mice, our lab has previously found significant increases in TUNEL positive cells in this 

region of the SD brain at 120 days (Abo-Ouf et al., 2013; Wada et al., 2000). This 

suggested that we observe protein levels in the cerebellum to determine the onset of 

apoptotic pathways. Observing classical apoptotic pathways we find that cleaved 

caspase-9 is significantly higher in SD cerebella relative WT, beginning at 100 days (Fig. 

3.5). Activation of the caspase cascade is consistent with models of excitotoxic death, 

and its onset at 100 days suggests that it may be related to the astrogliosis spike and the 

decline of GluR1 at the same time point.  
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Figure 3.5. Apoptosis in Sandhoff disease mouse cerebella. 

Cerebella from female WT and Sandhoff disease mice at indicated age-points 

were blotted cleaved caspase-9. Apoptosis appears to become highly upregulated in SD 

at 100 days as indicated by a significant increase in cleaved caspase-9 levels relative to 

WT. Bars = mean ± SE. T-tests, n = 3 for each group, *P < 0.05. 
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Figure 3.5 
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3.6 Discussion 

3.6.1 A Two Stage Model of Sandhoff Disease 

The data presented suggests that there are at least 2 stages of disease development. 

The first involves early activation of microglia, indicated by MAC3 upregulation, and an 

increase in the density of MAC3 positive cells in the cerebellum. Previous 

immunohistochemical studies have shown an increase in activated microglia beginning 

at 2-3 months of age in the brain stem and spinal cord of SD mice relative to controls, 

with a sharp increase at 3 months (Wada et al., 2000).  Our data suggest that this 

increase begins occurring prior to 2 months in the cerebellum- earlier than implied by 

the previous research from other tissues, which had fewer time points in this age-range. 

The second stage begins at approximately 80-100 days- coinciding with the onset of 

behavioural symptoms in the SD mice- and involves the onset of heavy astroglial 

activation, a reduction in GluR1, and the invocation of caspase-mediated apoptosis. 

Similarity in SD and WT GFAP levels demonstrated via western blot in mice at 80 days- 

when microgliosis has already occurred- suggests that astrocytes are not influenced by 

the same stimuli activating the microglia, and may be stimulated by an effect of the 

ƳƛŎǊƻƎƭƛŀ ǘƘŜƳǎŜƭǾŜǎ ǎǳŎƘ ŀǎ ƛƴŎǊŜŀǎŜŘ ¢bCʰΦ ¢Ƙƛǎ ƛǎ ŎƻƴŦirmed by the similarity in 

numbers of activated astrocytes in SD and WT cerebella at 60 days of age (Fig. 3.3D). 

While this is earlier than the observed upregulation of GFAP in the cerebellum, the 

number of positively stained cells does not directly reflect the amount of the marker 

protein within each cell. As well, random fields do not necessarily account for specific 
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groupings of astrocytes that may be present at specific structures within the cerebellum. 

The extended lifespan of Hexb-/ - mice via knockout of Sphk, and subsequent 

downregulation of astrocyte activation relative to Hexb-/ - mice, suggests that the 

astrogliosis is not merely a reaction to the end stages of the disease, but rather, one of 

its causes (Wu et al., 2008). It has been suggested that the abnormal proliferation of 

astrocytes, due to their internal accumulation of GM2/GA2, may be specifically involved 

in the damaging of neurons, and these findings support that (Kawashima et al., 2009). 

Whether playing a supportive role or detrimental role, astrocytes activation is 

correlative to the severity of the disease progression as indicated by behaviour testing 

detriments, and serves as a good marker for disease progression. It is recommended 

that microglia and astroglia- though interconnected- should be treated and studied with 

their temporal separation in mind. 

That GluR1 levels are lower in SD mice at 100 days, despite steady detectable levels 

of neuronal markers PSD-95, synaptophysin, and neurofilament (70kDa), suggests that 

AMPARs are somehow specifically involved in the disease. Since PSD-95 not only 

associates with AMPA receptors, but also N-methyl-D-aspartate receptors (NMDARs), 

and potassium channels, levels may remain unaltered if the focus of the disease is 

neurons containing specific receptor subtypes- the same may apply for the ubiquitous 

synaptophysin. One might expect levels of NF-L and the synaptic markers to drop as 

neurons undergo apoptosis, however, these are abundant proteins and normalization of 

protein loading may compensate for this if all the cell types (including glia) in the CNS 
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face similar declines in number. If excitotoxicity is in fact one of the pathways leading to 

the apoptosis observed in SD cerebella, then we could expect to see levels of GluR1 drop 

as internal pools of AMPARs are used up, and/or as GluR1 containing neurons succumb 

to the disease at a faster rate than other neurons of the cerebellum. We observe 

caspase-mediated apoptosis and the activation of astrocytes at this stage, coinciding 

with GluR1 decline. These events may not be trivial, as astrocytes have been shown to 

be involved with the regulation of AMPAR subunit composition in motor neurons of the 

spinal cord- a region previously shown to be highly affected by SD (Abo-Ouf et al., 2013; 

Huang et al., 1997; Van Damme et al., 2007). 

In conclusion, we have observed a 2-stage model of Sandhoff disease progression 

in the cerebella of Hexb-/ - mice (Fig. 3.6). There is an initial activation of microgliosis, 

followed by a late onset of astrogliosis, caspase-mediated apoptosis, and a reduction in 

GluR1. These findings have opened many paths to be examined. The factors that initiate 

the second stage of the illness require investigation as their manipulation may stay the 

final declining stages of the disease. Astrogliosis may also be a more sensitive indicator 

towards signalling the endpoint of the disease, relative to microgliosis. As well, 

excitotoxicity as a source of neuronal death in SD is possible, as excitotoxicity is 

observed in other diseases involving the build-ǳǇ ƻŦ ƳŜǘŀōƻƭƛǘŜǎΣ ǎǳŎƘ ŀǎ !ƭȊƘŜƛƳŜǊΩǎ 

Disease, and this needs to be considered as a mechanism in this disease (Hynd et al., 

2004). 
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Figure 3.6. Schematic of pathological events in the cerebella of Sandhoff disease mice. 

Using data from protein markers, approximate levels of glial, apoptotic, and 

GluR1 receptors are plotted relative to those found in WT mice at the respective ages. 

There appears to be a threshold or event between 80 and 100 days of age, which 

initiates an increase in astrogliosis and apoptosis, and a decrease in GluR1 (indicated by 

vertical dotted-line). Microgliosis may also increase, however it is already demonstrably 

upregulated by 60 days (indicated by horizontal dotted-line). 
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Figure 3.6 
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4.1 Preface 

All work was performed by Alexander Hooper except the following: 

Rosemarie Venier performed the qRT-PCR (Figure 4.1A). Javier Alamilla performed the 

electrophysiology experiments (Figure 4.6). 
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4.2 Abstract 

GM2 gangliosidoses are a group of lysosomal storage disorders which include 

Sandhoff disease and Tay-Sachs disease. Dysregulation of glutamate receptors has  been 

recently postulated in the pathology of Sandhoff disease. Glutamate receptor 

association with neuronal pentraxins 1 and 2, and the neuronal pentraxin receptor 

facilitates receptor potentiation and synaptic shaping. In this study, we have observed 

an upregulation of a novel form of neuronal pentraxin 1 (NP1-38) in the brains of a 

mouse model of Sandhoff disease and Tay-Sachs disease. In order to determine the 

impact of NP1 on the pathophysiology of Sandhoff disease mouse models, we have 

generated an Np1-/-Hexb-/ - double knockout mouse, and observed extended lifespan, 

improved righting reflex and enhanced body condition relative to Hexb-/ - mice, with no 

effect on gliosis or apoptotic markers in the CNS. Sandhoff mouse brain slices reveals a 

reduction in AMPA receptor-mediated currents, and increased variability in total 

glutamate currents in the CA1 region of the hippocampus; Np1-/-Hexb-/- mice show a 

correction of this phenotype, suggesting NP1-38 may be interfering with glutamate 

receptor function. In fact, some of the psychiatric aspects of Sandhoff and Tay Sachs 

disease (particularly late onset) are likely due to a dysfunctional hippocampal 

glutamatergic system.  Our work highlights  a potential role for synaptic proteins, such as 

NP1 and glutamate receptors in lysosomal storage diseases. 

4.3 Introduction 
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The GM2 gangliosidoses are a group of lysosomal storage disorders containing 

Sandhoff disease (SD) and Tay-Sachs disease (TSD). Both diseases present forms that 

vary in severity and onset of symptoms, depending on the specific mutations involved. 

Tay-Sachs disease consists of infantile, juvenile, chronic and late-onset Tay-Sachs disease 

(LOTS) forms (Leinekugel et al., 1992). Sandhoff disease also presents with infantile, 

juvenile and adult forms of the disease (Mitsuo et al., 1990; Utsumi et al., 2002). These 

diseases present with a plethora of symptoms including cognitive deficits, muscle 

weakness and ataxia (Bley et al., 2011; Grunseich et al., 2015). Late-onset Tay-Sachs 

disease patients can develop psychiatric symptoms, i.e., schizophrenia-like and bipolar 

disease-like symptoms (Stendel et al., 2015; Zaroff et al., 2004). 

Sandhoff disease is caused by accumulation of the gangliosides GM2 and GA2 in 

the central nervous system. This is due to mutations in the Hexb gene, which encodes 

the beta-subunit of the lysosomal enzymes- -̡ƘŜȄƻǎŀƳƛƴƛŘŀǎŜ ! ŀƴŘ ʲ-hexosaminidase 

B. Hexb-/ - mice are well recognized to represent Sandhoff disease and Tay-Sachs disease. 

Hexb-/ - mice display motorneuronal and behavioural deficits, reaching endpoint at 

approximately 17-19 weeks (Itoh et al., 1984; Sandhoff et al., 1971). Previous studies on 

Sandhoff disease have focused on gliosis as a phenomenon common with other 

ƴŜǳǊƻŘŜƎŜƴŜǊŀǘƛǾŜ ŘƛǎƻǊŘŜǊǎ ǎǳŎƘ ŀǎ !ƭȊƘŜƛƳŜǊΩǎ ŀƴŘ tŀǊƪƛƴǎƻƴΩǎ (Teismann and Schulz, 

2004; Tuppo and Arias, 2005). Microglial activation appears to precede astroglial 

activation and is induced via pathways involving C-C chemokine receptor type 2 (CCR2), 

macrophage-ƛƴŦƭŀƳƳŀǘƻǊȅ ǇǊƻǘŜƛƴ мʰ όaLt-мʰύΣ ŀƴŘ ǘǳƳƻǳǊ ƴŜŎǊƻǎƛǎ ŦŀŎǘƻǊ-ʰ ό¢bCʰύ 
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(Abo-Ouf et al., 2013; Kyrkanides et al., 2008; Wu and Proia, 2004). Astrogliosis, on the 

other hand, coincides with an increase in caspase-9 activation, suggesting astrocytes 

may be crucial to the end stages of the disease (Hooper and Igdoura, 2016). Studies have 

shown that ganglioside accumulation is sufficient to activate astrocytes in SD cells; 

however, we have also shown a reduction in astrogliosis via knock-ƻǳǘ ƻŦ ¢bCʰ ƛƴ ƻǳǊ 

mouse model, suggesting that cytokine induction is an important factor in astrogliosis at 

the organismal scale (Kawashima et al., 2009; Wu et al., 2008). 

!ƴ ƛƴŎǊŜŀǎŜ ƛƴ ǎŜŎǊŜǘŜŘ ¢bCʰ Ƙŀǎ ōŜŜƴ ǎƘƻǿƴ ǘƻ ŎŀǳǎŜ ŀ ǊŜƭŜŀǎŜ ƻŦ ƎƭǳǘŀƳŀǘŜ ŦǊƻƳ 

microglia, facilitating excitotoxicity- a neurodegenerative process that involves 

overstimulation of neurons resulting in toxic levels of intracellular calcium ions (Takeuchi 

et al., 2006). Alterations in glutamate receptors, and an increase in apoptosis, may be 

indicative of this process as it has been demonstrated ǘƘŀǘ ¢bCʰ ŜȄǇƻǎǳǊŜ Ŏŀƴ ǎǘƛƳǳƭŀǘŜ 

recruitment of the AMPA receptor GluR1 to the cell membrane in dissociated rat 

hippocampal neurons, as well as inhibit the uptake of synaptic glutamate, enhancing the 

likelihood of excitotoxicity (Ogoshi et al., 2005; Sama et al., 2012; Wang and Qin, 2010; 

Zou and Crews, 2005)Φ ¢ƘŜ ƳŜŎƘŀƴƛǎƳ ŦƻǊ ǘƘƛǎ ¢bCʰ -induced recruitment of GluR1 is 

currently unknown, and this could potentially occur through regulation by neuronal 

pentraxins.  

 Neuronal pentraxin 1 (NP1) has been indicated as directly involved with activation of 

an apoptotic pathway in rat cerebellar granule cells, and is involved with AMPA induced 

neuronal death by GluR1 during hypoxic-ischemic injury in neo-natal rats (DeGregorio-
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Rocasolano et al., 2001; Hossain, 2008; Yeste-Velasco et al., 2008). Contrarily, neuronal 

pentraxin complexes, consisting of NP1, neuronal pentraxin 2 (NARP) and the neuronal 

pentraxin receptor (NPR), could possibly protect from excitotoxicity, via a role in 

endocytosis of AMPARs. Long term depression in cerebellar Perkinje cell cultures, and in 

the hippocampus has be shown to be induced via cleavage of the NPR via the matrix 

metalloprotease (MMP) tumor necrosis factor-ʰ ŎƻƴǾŜǊǘƛƴƎ ŜƴȊȅƳŜ ό¢!/9ύ (Cho et al., 

2008). NP1 has also been suggested to be involved in the elimination of synapses 

through binding of the complement protein C1q, causing synaptic removal via 

phagocytosis by glia (Gasque et al., 2000; Kreutzberg et al., 1989; Stevens et al., 2007). 

Establishing a beneficial or detrimental role for NP1 in Sandhoff disease may open 

avenues for treatment of neurodegenerative diseases, and point to the study of 

pathways beyond those established with respect to gliosis. 

We observe increased expression of a novel form of NP1 (NP1-38) in our 

Sandhoff disease mouse model. We also demonstrate increased survival and function of 

the Sandhoff disease model after knockout of Np1, suggesting that NP1 or its alternative 

form contributes to disease progression. 

4.4 Methods and Materials 

4.4.1 Mice 

Mouse work was conducted under an animal utilization protocol (AUP) in 

accordance with Ontario Animals for Research Act requirements, and the standards of 

the Canadian Council on Animal Care (CCAC). Hexb-/ - mice on a C57BL/6 background 
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were donated generously by Dr. R. Gravel (University of Calgary, Calgary, AB, Canada), 

and have been previously characterized and described (Phaneuf et al., 1996). Np1-/ - mice 

were generated as previously described, on a C57BL/6 background via a PGK-hprt 

replacement of the signal peptide-bearing exon 1 (Kirkpatrick et al., 2000). These mice 

are asymptomatic up until at least the normal Hexb-/ - endpoint (120-130 days), and so 

are not expected to contribute to pathology merely by virtue of their knockout). Np1-/- 

mice were crossed with Hexb-/ - mice to generate Np1+/-Hexb+/- mice. These were then 

self-crossed to obtain Np1-/ -Hexb+/- breeders, which were self-crossed to produce Np1-/-

Hexb+/+ and Np1-/ -Hexb-/- experimental mice.  

4.4.2 Genotyping 

Hexb Genotypes were verified with the following primers: WT-Forward, 

GGTTTCTACAAGAGACATCATGGC; KO-Forward, GATATTGCTGAAGAGCTTGGCGGC; 

Reverse, CAATCGGTGCTTACAGGTTTCATC. Np1 Genotypes were verified with the 

following primers: PGK-hprt Insert Forward, CCTACCGGTGGATGTGGAATGTGT; WT-F, 

CGTTAGGCGTGCAGCCCGGACCGTGC; Reverse, CGGGCAAGAACACGATGGGCGACCT. 

Absence of NP1 and NP1-38 protein in Np1-/- mice has been verified by western blot. 

4.4.3 Cell Culture 

 Normal and TSD cerebellar cells were obtained from Dr. S Brooks at the 

Kingsbrook Jewish Medical Centre in New York. Cells were cultured in a 37°C humidified 

incubator with 21% O2 and 5% CO2 ŀƴŘ ŎǳƭǘǳǊŜŘ ƛƴ 5ǳƭōŜŎŎƻΩǎ ƳƻŘƛŦƛŜŘ ŜŀƎƭŜ ƳŜŘƛǳƳ 

(Invitrogen, #12800017) supplemented with 15% fetal calf serum (Invitrogen, 
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#12483020), 1% penicillin/streptomycin (Invitrogen, #15140122) and 0.1% fungizone 

(Invitrogen, #15290018).  

4.4.4 RNA Isolation and Reverse Transcription 

For cell culture, total RNA from confluent cells was isolated by scraping cells in 

ƭȅǎƛǎ ōǳŦŦŜǊ ŎƻƴǘŀƛƴƛƴƎ м҈ ʲ-mercaptoethanol and passing lysate through an 18½ gauge 

needle, followed by and purification using the Purelink RNA Isolation Kit (Ambion, 

#12183018A) or the Total RNA Purification Kit (Norgen, #17200). 

RNA was reverse transcribed with oligo-dT or random primers according to the 

Superscript III protocol (Invitrogen Superscript III, #18080-093). RNA, dNTPs, and primers 

were incubated at 65°C for 5 min, then on ice for 1 min. First strand buffer, DTT, RNase 

OUT and Superscript III were added to the mixture and incubated at 25°C for 5 min, if 

random primers were used. Then, the mixture was incubated at 50°C for 1 hour and 

inactivated at 70°C for 15 min. 

4.4.5 Quantitative RT-PCR 

 qRT-PCR was performed on normal and TSD cerebellar cell cDNA, using Taqman 

gene expression master mix (Applied Biosystems, #4370048). cDNA was mixed with 

master mix and gene specific probes, and added to a MicroAmp Optical 96-well Reaction 

Plate (Applied Biosystems, #4316813). The plate was spun down quickly to remove 

bubbles and placed in the 7900HT Sequence Detection System (Applied Biosystems). 

Thermal cycling conditions were as follows: 50°C for 2 min, 95°C for 10 min, then 40 

cycles of 95°C for 15 sec, 60°C for 1 min. A standard curve was used and final values are 
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expressed as relative gene of interest divided by the endogenous control (GAPDH). 

Primers and probes used were as follows: NPTX1 Hs00159652_m1, and GAPDH 

Hs99999905_m1 (Applied Biosystems).  

4.4.6 Western Blot 

Western blots were performed on cerebellar lysates from Hexb+/+ and Hexb-/ - 

mice at 120 days of age. Mice were perfused via intracardiac injection with PBS, and 

then cerebella were harvested into microcentifuge tubes, and placed directly into liquid 

nitrogen. Cerebella were lysed in RIPA buffer (50mM tris, 165mM NaCl, 1% Nonidet P-

40, 0.01% sodium dodecyl sulfate, 0.5% Sodium deoxycolate, pH 8.0) containing 

protease inhibitors, via sonication (Sonicator XL 2020, Heat Systems Inc., Duty 20%, 

Output 4). Protein was measured using the Bio Rad DC Protein Assay (#500-0116). 

Samples were diluted to equal protein concentrations with RIPA buffer, and Laemmli 

sample buffer (6X) was added. Samples were heated at 65C for 20mins, and then placed 

on ice. Samples were run on a 10% SDS-polyacrylamide gel (90V), and transferred to a 

nitrocellulose membrane (100V, 1hr). Membranes were blocked with 5% cow milk 

(Carnation) in Tris-buffered saline containing 0.5% Tween-20 (TBST), before overnight 

incubation with mouse primary antibody- anti-NP1 (BD Transduction Labs, #610369) 

suspended in 5% milk in TBST, at 4C. After washing in TBST five times, membranes were 

blotted with secondary goat anti-mouse (Santa Cruz Biotechnology, sc-2005) IgG-HRP 

conjugated antibodies in 5% milk in TBST for one hour at room temperature, followed by 

five washes in TBST. Blotted membranes were incubated with Amersham ECL Western 
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Blotting Detection Reagents (GE Healthcare, #RPN2106) and exposed on Amersham 

Hyperfilm ECL film (GE Healthcare, #28906839). Densitometry was measured using the 

gel analysis feature in ImageJ (v1.46r, NIH, USA), and normalized to respective GAPDH 

measurements. 

4.4.7 Deglycosylation of Np1 

Deglycosylation was performed on cerebellar lysates from 120 day-old female wild-type, 

Hexb-/ -, and Np1-/ - mice, via overnight incubation of samples with recombinant E. coli N-

glycosylase F (Roche, Ref. 11365169001) at 38°C. Samples were then resolved by SDS-

PAGE, blotted, and stained for NP1 as described (see Western Blot methods). 

4.4.8 Immunoprecipitation of Np1 

Cerebella from Hexb-/- and Hexb-/-Np1-/- mice were lysed via sonication on ice, 

in Triton X-100 buffer (50mM Tris-HCl, 150mM NaCl, pH 7.4, 1% Triton X-100). 

Samples were spun at 12, 000g for 10min at 4°C, and the pellet was removed. The 

supernatant was precleared with 100µL of Dynabeads Protein G/1mL sample (Invitrogen, 

#100.041) and pre-immune mouse IgG (Active Motif, #101226), on a rotator for 1hr at 

4°C at 15rpm. Beads were removed with a magnet, and mouse anti-NP1 primary antibody 

(BD Transduction Labs, #610369) was incubated in the sample overnight at 10ug/uL 

sample. Dynabeads Protein G were added to the sample at 200uL/mL sample and 

incubated on a rotator for 1hr at 4°C at 15rpm. The Dynabeads Protein G were isolated 

via magnet and the supernatant removed. Samples were washed 5 times with 1mL lysis 

buffer, and then suspended in Laemmli sample buffer. Samples were heated at 65°C for 

20min, Dynabeads Protein G were removed and the samples underwent SDS-PAGE and 
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western blotting on PVDF, followed by staining with a mouse anti-NP1 primary antibody 

(BD Transduction Labs, #610369) followed by secondary goat anti-mouse (Santa Cruz 

Biotechnology, sc-2005) IgG-HRP conjugated antibodies (see Western Blot). 

4.4.9 Behaviour 

Hexb+/+, Np1-/ -Hexb+/+, Hexb-/ -, and Np1-/ -Hexb-/ - female mice were observed at 

intervals no greater than 7 days, beginning at approximately 7 weeks of age (before the 

detriments are normally observed in SD mice), until endpoint was reached (i.e. mouse 

can no longer right self in less than 45s on each side). Measurements were taken of 

bodyweight, lifespan, righting reflex, wire hang, and rotarod tests. Righting Reflex: Mice 

were positioned on their backs (with a slight tilt to the left and then repeated to the 

right) on a solid surface, and time for mouse to right itself onto its feet was measured. 

The average of measurements for the left side and right side righting reflex was used a 

measurement of cerebellar function/proprioception. Endpoint was reached when mice 

could not right themselves for 2 consecutive days on both the right and left sides. 

Survival: Lifespan was measured from date of birth until endpoint measured by righting 

reflex as described above. Wire Hang: Mice were placed on top of a wire mesh, which 

was then inverted, 30 cm above a padded surface. Hang time was measured from the 

point of inversion, until time to fall- to a maximum of 5 minutes. The best time of 3 

consecutive trials was used. Rotarod: Mice were placed on a rotating rod (Accuscan 

EzRod with EzRod v.120 software), and time to fall was measured via photo-sensors. 
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Rotarod rotations were increased from 0rpm to a maximum of 40 rpm over 360 sec. 

Mice were placed on the rod at 4rpm. The best time of 3 consecutive trials was used.  

Body masses were recorded from another cohort of mice (ages 60-120 days of age for 

Hexb+/+, 100-120 days for Np1-/ -Hexb+/+, Hexb-/ -, and Np1-/-Hexb-/ - mice), and their 

respective brain masses were measured after whole animal intracardiac perfusion with 

phosphate buffered saline (PBS).   

4.4.10 Immunohistochemistry 

Hexb+/+, Np1-/ -Hexb+/+, Hexb-/ -, and Np1-/ -Hexb-/ - mice were processed as 

previously described (Abo-Ouf et al., 2013). Mice were harvested at 17 weeks of age, 

perfused with PBS, fixed with 3.7% formaldehyde, and embedded in paraffin wax. Five-

micrometre thick coronal cerebellar and cerebral cortex sections were sliced, and 

mounted on glass slides. The samples were then subjected to a xylene/ethanol/water 

rehydration series. Endogenous peroxidase was quenched with 1% H2O2. Samples to be 

stained for MAC3 underwent microwave antigen retrieval in 12 mM citric acid buffer. 

Samples were blocked with 10% goat serum, and immunolabeled with monoclonal 

antibodies against GFAP (Sigma-Aldrich, G3893), and MAC3 (BD Pharmingen, 553322). 

Tissues were then incubated with biotinylated secondary antibodies, followed by an 

avidin/HRP-bound biotin solution (Santa Cruz, Mouse ABC Staining System #sc-2017, Rat 

ABC Staining System #sc-нлмфύΦ {ŀƳǇƭŜǎ ǿŜǊŜ ǘƘŜƴ ǎǘŀƛƴŜŘ ǿƛǘƘ оΣоΩ- diaminobenzadine 

in the presence of 0.01% H2O2, and counterstained with methylene blue. For each slide, 

10 random field images of the cerebellum and cerebral cortex were captured at 400X 
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magnification, centred on the Perkinje layer. The areas of the images were calculated 

using AxioVision 4.9.1 software (Zeiss, Oberkochen, Germany). For each sample, 

positively stained cells microglia/macrophages and astrocytes were quantified as the 

total count per 10 random fields/total area of the 10 fields.  

4.4.11 TUNEL 

Terminal deoxynucleotidyl transferase dUTP nick end labeling (TUNEL) was 

performed as previously described on formalin-fixed, paraffin-embedded cerebellar, 

ŎŜǊŜōǊŀƭ ŎƻǊǘŜȄ ŀƴŘ ǎǇƛƴŀƭ ǘƛǎǎǳŜǎΣ ŀŎŎƻǊŘƛƴƎ ǘƻ ƳŀƴǳŦŀŎǘǳǊŜǊΩǎ ƛƴǎǘǊǳŎǘƛƻƴǎ ǳǎƛƴƎ ǘƘŜ 

ApopTag Peroxidase In Situ Apoptosis Detection Kit (Millipore, #S7100) (Abo-Ouf et al., 

2013). Sections were subjected to a xylene/ethanol rehydration series, and then with 

proteinase K for 10 min. After blocking endogenous peroxides activity with 3% hydrogen 

peroxide, the samples were incubated with terminal deoxynucleotidyl transferase (TdT) 

enzyme at 37 °C for 1 h. Sections were incubated with anti-digoxigenin-peroxidase and 

ǊŜŀŎǘŜŘ ǿƛǘƘ оΣоΩ- diaminobenzadine in presence of 0.01% H2O2. Nuclei were 

counterstained with methyl green. All washes were performed with PBS. Areas of the 

cerebral cortex, and entire cerebella were measured using AxioVision 4.7 and positively 

stained cells were quantified at 400X magnification. Images of spinal sections were 

captured, and areas measured with Axiovision 4.7 (Zeiss, Oberkochen, Germany), and 

positively stained cells were quantified under 400X magnification. The number of all 

astrocytes in a specific spinal tissue type were counted and divided by total area of all 

sections of that type, for each mouse. 
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4.4.12 Electrophysiology 

Ex vivo brain slices were obtained from 24-32 day old Hexb+/+, Np1-/ -Hexb+/+, 

Hexb-/ -, and Np1-/-Hexb-/ - mice. Briefly, the mouse was deeply anesthetized and 

intracardially perfused with artificial cerebro-spinal fluid (aCSF) containing, in mM: 

NMDG, 93; HCl, 93; KCl, 2.5; NaH2PO4, 1.2; NaHCO3, 30; HEPES, 20; glucose, 25; sodium 

ascorbate, 5; thiourea, 2; sodium pyruvate, 3; MgSO4, 10; CaCl2, 0.5; 300-310 mOsm; pH 

7.4 with 10 N HCl. NMDG-aCSF was used for slicing and recovery. Transverse slices 

containing the hippocampus were obtained at 300 µm using a vibrating microtome. 

Slices were allowed to recover for 1 hr at 37° C in an oxygenated, humidified interface 

chamber before being transferred to a recording chamber and continuously perfused 

with oxygenated recording aCSF solution (32-35° C in bath) containing, in mM: NaCl, 

124; KCl, 2.5; NaH2PO4, 1.2; NaHCO3, 24; HEPES, 5; Glucose, 12.5; MgSO4, 2; CaCl2, 2; 

300-310 mOsm; pH 7.3-7.4 adjusted with 7NaOH or HCl. A borosilicate glass stimulating 

ŜƭŜŎǘǊƻŘŜ όм aҠύ ŎƻƴǘŀƛƴƛƴƎ ŀ/{C ǊŜŎƻǊŘƛƴƎ ǎƻƭǳǘƛƻƴ ǿŀǎ ǇƭŀŎŜŘ ƛƴ ǘƘŜ /!о-CA1 

pathway. CA1 pyramidal cells were identified, using IR-DIC optics, by morphology and 

position within the hippocampus. Whole-cell patch recordings were made using 

borosilicate glass patch pipettes (1.5-нΦр aҠύ ŦƛƭƭŜŘ ǿƛǘƘ ƛƴǘŜǊƴŀƭ ǎƻƭǳǘƛƻƴ ŎƻƴǘŀƛƴƛƴƎΣ ƛƴ 

mM: D-gluconic acid, 64; CsOH, 64; EGTA, 11; CsCl, 56; MgCl, 1; CaCl2, 1; HEPES, 10; GTP-

Na, 0.3; ATP-Mg, 4; QX-314, 5. Series resistance was compensated (80 %) and the seal 

monitored throughout the experiment, and recordings were aborted if input resistance 

ǿŀǎ ƘƛƎƘŜǊ ǘƘŀƴ мрл aҠ ƻǊ ŀŎŎŜǎǎ ǊŜǎƛǎǘŀƴŎŜ ŜȄŎŜŜŘŜŘ нр aҠ ƻǊ ŎƘŀƴƎŜŘ ƳƻǊŜ ǘƘŀƴ мр 
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%. GABAergic responses were inhibited by addition of the GABA receptor antagonist 

picrotoxin (50 µM) to the perfusate, and pyramidal neurons of the CA1 region of the 

hippocampus were voltage-clamped at +40mV to measure total glutamate currents, and 

at -60mV to measure the contribution of AMPA receptor currents. Specificity of the 

glutamate currents was confirmed by bath application of the NMDA and AMPA receptor 

antagonists D-APV (50 µM) and CNQX (5 µM). To guard against possible bias, slice 

preparation, electrophysiological recording, and analysis were all performed by an 

experimenter blind to genotype. To account for pseudoreplicates, the measurements for 

each individual animal were averaged, and then statistics were performed by animal, 

rather than by neuron (Lazic, 2010; Walcott et al., 2011). 

4.4.13 Statistical Software 

For data sets with 2 groups, t-tests were used to test for differences between 

means at P < 0.05. For data sets with 3 or more groups, one-way ANOVA was used to 

ǘŜǎǘ ŦƻǊ ŘƛŦŦŜǊŜƴŎŜǎ ōŜǘǿŜŜƴ ƳŜŀƴǎ ŀǘ t ғ лΦлрΦ !bh±! ǿŀǎ ŦƻƭƭƻǿŜŘ ōȅ ¢ǳƪŜȅΩǎ Ǉƻǎǘ- 

hoc for all data with high normality and equal variance amongst groups. For groups of 

ǳƴŜǉǳŀƭ ǾŀǊƛŀƴŎŜΣ 5ǳƴƴŜǘǘΩǎ ¢о ǘŜǎǘ ǿŀǎ ǳǎŜŘ ŦƻǊ ǇŀƛǊǿƛǎŜ ŎƻƳǇŀǊƛǎƻƴΦ CƻǊ {ŀƳǇƭŜǎ ǿƛǘƘ 

unequal variance and unequal sample sizes, Kruskal-Wallis test was used for pairwise 

comparison. Equality of variances was calculaǘŜŘ ǿƛǘƘ [ŜǾŜƴŜΩǎ ǘŜǎǘΦ !ƭƭ ǎǘŀǘƛǎǘƛŎŀƭ 

analyses were performed using SPSS v16 (SPSS Inc. Chicago, IL). 

4.5 Results 

4.5.1 Identification of a Novel Form of NP1 
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GluR1 expression is lowered towards endpoint in our Sandhoff disease mouse 

model, and is known to be under the control of neuronal pentraxin 1. In order to detect 

alterations of NP1 gene expression in lysosomal storage disorders, we measured the 

expression levels of NP1 mRNA in human TSD cerebellar cells against those of normal 

human cerebellar cells (Fig. 4.1A). There is a significant increase in the mRNA for NP1 in 

the human TSD cerebellum relative to normal. This suggests an involvement of neuronal 

pentraxin 1 in these lysosomal storage disorders. 

We then performed western blots to determine the temporal expression of NP1 protein 

in the cerebellum of our WT and Hexb-/- mice. No changes in the expression of ~50kDa 

NP1 were found, relative to controls (Fig. 4.1B). However, we observed a ~38kDa band 

that was upregulated in the SD mice as early as 60 days of age (currently labeled with 

the placeholder name NP1-38) (Fig. 4.1C, 4.2A). Inquiry into whether both are forms of 

NP1 is warranted as discovery of an unexplored regulatory form of neuronal pentraxin 1 

could provide great insight into synaptic regulation and disease. To this end, we crossed 

Hexb-/ - and Np1-/- mice, both on a C57BL/6 background, to obtain Np1-/-Hexb-/ - double-

knockout (DKO) mice. Indeed, the 38kDa band is absent from the DKO mice, verifying a 

relationship to NP1 (Fig. 4.2B-C). Immunoprecipitation with an anti-NP1 antibody 

isolates two bands in Hexb-/ - mice- at 50kDa and 38kDa- that are absent from Np1-/ -Hexb-

/ - mice (Fig. 4.2B). Since both forms are able to bind the antibody under non-denaturing 

conditions, it is suggestive of a lack of large conformational changes in the 38kDa 

protein, at least in the region that the antibody binds towards the centre of the primary 
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amino-acid sequence (Rat NP1, aa.137-312). NP1 is known to be N-glycosylated, so WT, 

SD, and DKO cerebellar lysates were treated with N-glycosidase F, and it was found that 

the both the 50kD and the 38kDa bands are similarly N-glycosylated (Fig. 4.2C). If the 

38kDA band is a modified form of NP1, then any alterations in the protein likely do not 

affect the glycosylation sites. 
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Figure 4.1. Expression levels of NP1 in Tay-Sachs and Sandhoff cerebella (47kDa and 

38kDa). 

A. mRNA expression of NP1 is significantly increased in cerebellar cells of a Tay-

Sachs disease patient relative to normal cells. B. Cerebellar lysates from WT and Hexb-/- 

mice at varying ages were probed for NP1 by western blotting. The full length NP1 

shows no variation in expression between 60-120 days. C. Developmental western blots 

for a smaller form of NP1 (NP1-38) show that it is upregulated as early as 60 days in the 

cerebella of Hexb-/ - mice, relative to WT mice (*P < 0.05. Data are mean values +/- SE. n 

= 3 for each group.). 
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Figure 4.1 
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Figure 4.2. Identification and characterization of a new form of neuronal pentraxin 1Φ 

!Φ /ŜǊŜōŜƭƭŀǊ ƭȅǎŀǘŜǎ ŦǊƻƳ /рт.[κс ŀƴŘ IŜȄō-κ- ƳƛŎŜ ŀǘ мнл Řŀȅǎ ƻŦ ŀƎŜ ǿŜǊŜ 

ōƭƻǘǘŜŘ ŦƻǊ btмΦ ! ǎƳŀƭƭŜǊ ōŀƴŘΣ ǎǳǎǇŜŎǘŜŘ ǘƻ ōŜ ŀ ŦƻǊƳ ƻŦ btмΣ ƛǎ ŀǇǇŀǊŜƴǘ ƛƴ ǘƘŜ IŜȄō-

κ- ƳƛŎŜΣ ǿƘƛŎƘ ƛǎ ōŀǊŜƭȅ ǾƛǎƛōƭŜ ƛƴ ǘƘŜ ²¢ ǎŀƳǇƭŜǎ ŀǘ ŀǇǇǊƻȄƛƳŀǘŜƭȅ оуƪ5ŀΦ .Φ /ŜǊŜōŜƭƭŀǊ 

ƭȅǎŀǘŜǎ ŦǊƻƳ IŜȄō-κ- ŀƴŘ IŜȄō-κ-bǇм-κ- ƳƛŎŜ ŀǘ мнл Řŀȅǎ ƻŦ ŀƎŜ ǿŜǊŜ ƛƳƳǳƴƻǇǊŜŎƛǇƛǘŀǘŜŘ 

ǿƛǘƘ ŀƴ ŀƴǘƛōƻŘȅ ŀƎŀƛƴǎǘ btмΣ ǿŜǎǘŜǊƴ ōƭƻǘǘŜŘ ŀƴŘ ǘƘŜ ƳŜƳōǊŀƴŜ ǿŀǎ ǎǘŀƛƴŜŘ ǿƛǘƘ ǘƘŜ 

ǎŀƳŜ ŀƴǘƛōƻŘȅΦ .ƻǘƘ btм ŀƴŘ btм-оу ŀǊŜ ǾƛǎƛōƭŜ ƛƴ ǘƘŜ ōƭƻǘΣ ǿƛǘƘ ōƻǘƘ ŦƻǊƳǎ ŀōǎŜƴǘ 

ŦǊƻƳ ǘƘŜ IŜȄō-κ-bǇм-κ- ƳƻǳǎŜΦ btм ŀƴŘ ǘƘŜ ǎƳŀƭƭŜǊ ŦƻǊƳ ŀǊŜ ōƻǘƘ ŀōƭŜ ǘƻ ōƛƴŘ ǘƘŜ 

ŀƴǘƛōƻŘȅ ǳƴŘŜǊ ƴƻƴ-ŘŜƴŀǘǳǊƛƴƎ ŎƻƴŘƛǘƛƻƴǎΣ ǎǳƎƎŜǎǘƛƴƎ ŀ ƭŀŎƪ ƻŦ ƭŀǊƎŜ ŎƻƴŦƻǊƳŀǘƛƻƴŀƭ 

ŎƘŀƴƎŜǎ ƛƴ ǘƘŜ ǎƳŀƭƭŜǊ ŦƻǊƳΦ /Φ /ŜǊŜōŜƭƭŀǊ ƭȅǎŀǘŜǎ ŦǊƻƳ /рт.[κсΣ IŜȄō-κ- ŀƴŘ bǇм-κ- ƳƛŎŜ 

ǿŜǊŜ ƛƴŎǳōŀǘŜŘ ƻǾŜǊƴƛƎƘǘ ǿƛǘƘΣ ƻǊ ǿƛǘƘƻǳǘ b-ƎƭȅŎƻǎȅƭŀǎŜ CΣ ŀƴŘ ǘƘŜƴ ōƭƻǘǘŜŘ ŀƴŘ ǎǘŀƛƴŜŘ 

ŦƻǊ btмΦ ! ōŀƴŘ ŀǘ ŀǇǇǊƻȄƛƳŀǘŜƭȅ рлƪ5ŀ όŜȄǇŜŎǘŜŘ ǎƛȊŜ ƻŦ btмύ ƛǎ ŀōǎŜƴǘ ƛƴ ǘƘŜ bǇм-κ- 

ƳƛŎŜΣ ŀƴŘ ǾƛǎƛōƭŜ ƛƴ ²¢ ŀƴŘ IŜȄō-κ- ƳƛŎŜΦ ! ōŀƴŘ ŀǘ ŀǇǇǊƻȄƛƳŀǘŜƭȅ оуƪ5ŀ ƛǎ ǾƛǎƛōƭŜ ƛƴ ²¢ 

ŀƴŘ IŜȄō-κ- ƳƛŎŜ ǘƘŀǘ ƛǎ ŎƻƳǇƭŜǘŜƭȅ ŀōǎŜƴǘ ŦǊƻƳ ǘƘŜ bǇм-κ- ƳƛŎŜΣ ŜǾŜƴ ŀǘ ǘƘŜ млƳƛƴ 

ŜȄǇƻǎǳǊŜΦ ¦Ǉƻƴ ǘǊŜŀǘƳŜƴǘ ǿƛǘƘ b-ƎƭȅŎƻǎȅƭŀǎŜ CΣ ǘƘŜǊŜ ƛǎ ŀ ŘƻǿƴǿŀǊŘ ǎƘƛŦǘ ƛƴ btм ŦǊƻƳ  

ƛǘǎ ŜȄǇŜŎǘŜŘ ǎƛȊŜ όрлƪ5ŀύ ƛƴ ²¢ ŀƴŘ IŜȄō-κ- ǎŀƳǇƭŜǎΣ ƛƴŘƛŎŀǘƛƴƎ b-ƎƭȅŎƻǎȅƭŀǘƛƻƴ ƛǎ 

ƴƻǊƳŀƭƭȅ ǇǊŜǎŜƴǘ ƻƴ ǘƘŜ ǇǊƻǘŜƛƴΦ btм-оуΣ ǾƛǎƛōƭŜ ƛƴ IŜȄō-κ- ǎŀƳǇƭŜǎΣ ƛǎ ŀƭǎƻ 

ŘŜƎƭȅŎƻǎȅƭŀǘŜŘ ŀƴŘ ǎƘƛŦǘǎ ŘƻǿƴǿŀǊŘ ƛƴ IŜȄō-κ- ǎŀƳǇƭŜǎ ǘǊŜŀǘŜŘ ǿƛǘƘ b-ƎƭȅŎƻǎȅƭŀǎŜΦ ¢ƘŜ 

ǎƳŀƭƭŜǊ ŦƻǊƳΣ btм-оуΣ ƭƛƪŜƭȅ Ŏƻƴǘŀƛƴǎ ǘƘŜ ƎƭȅŎƻǎȅƭŀǘƛƻƴ ǎƛǘŜǎΣ ŀƴŘ ǘƘŜ ŜǇƛǘƻǇŜ ǎƛǘŜ ŦƻǊ ǘƘŜ 

ŀƴǘƛōƻŘȅ ǳǎŜŘ ǘƻ ǇǊƻōŜ ƛǘΦ  
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Figure 4.2 
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4.5.2 Knockout of Np1 Improves Behaviour and Survival of Sandhoff Disease Mice 

Since NP1-38 is upregulated early in the disease, indicating potential contribution 

of NP1 and/or NP1-38 to disease progression, we sought to elucidate the overall effect 

of NP1 isoforms on the health and behaviour of Hexb-/ - mice by knocking out the gene 

for Np1. 

Np1-/ -Hexb-/ - mice show an improvement in some behavioural tests over Hexb-/ - 

mice (Fig. 4.3). In particular, the DKO mice show a statistically significant increase in 

lifespan. DKO mice also have a significantly improved righting reflex at 17 and 18 weeks 

of age, with a similar trend at 19 weeks. Np1-/ -Hexb-/ - mice perform similarly to Hexb-/- 

mice in all other tests including rotarod time and wire hang. These findings indicate that 

the increase in survival and righting reflex in the DKO mice is not due to a universal 

peripheral neuromuscular mechanism which would affect rotarod and wire hang 

performance, but perhaps due to an effect exclusive to the cerebellum, pons, and 

mesencephalon which are responsible for coordinating the righting reflex behaviour. 

Rear leg stiffness also increases in Hexb-/ - mice with age, and knocking out Np1 may have 

some effect on this detriment.  
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Figure 4.3. Developmental Behaviour in Hexb-/ - and Np1-/ -Hexb-/ - MiceΦ 

IŜȄōҌκҌΣ bǇм-κ-IŜȄōҌκҌΣ bǇм-κ-IŜȄō-κ- ŀƴŘ IŜȄō-κ- ƳƛŎŜ ƘŀǾŜ ǳƴŘŜǊƎƻƴŜ ōŜƘŀǾƛƻǳǊ 

ǘŜǎǘƛƴƎ ŀǎ ŜŀǊƭȅ ŀǎ т ǿŜŜƪǎ ƻŦ ŀƎŜΣ ǘƻ ŘŜǘŜǊƳƛƴŜ ŘŜƎŜƴŜǊŀǘƛƻƴ ƻŦ ǾŀǊƛƻǳǎ ŎŜǊŜōŜƭƭŀǊ ŀƴŘ 

ǇŜǊƛǇƘŜǊŀƭ ƴŜǊǾƻǳǎ ǎȅǎǘŜƳ ŦǳƴŎǘƛƻƴǎΦ aŜŀǎǳǊŜǎ ƻŦ ǎǳǊǾƛǾŀōƛƭƛǘȅΣ ǊƻǘŀǊƻŘΣ ōƻŘȅ ƳŀǎǎΣ ǿƛǊŜ 

ƘŀƴƎΣ ŀƴŘ ǊƛƎƘǘƛƴƎ ǊŜŦƭŜȄ όŀǾŜǊŀƎŜ ƻŦ ƭŜŦǘ ŀƴŘ ǊƛƎƘǘ ǎƛŘŜǎύΣ ǿŜǊŜ ǊŜŎƻǊŘŜŘ ǿŜŜƪƭȅΦ 

aŜŀǎǳǊŜƳŜƴǘǎ ǎǳƎƎŜǎǘǎ ǘƘŀǘ btм Ƙŀǎ ŀ ŘŜǘǊƛƳŜƴǘŀƭ ŜŦŦŜŎǘ ƛƴ {ŀƴŘƘƻŦŦ ŘƛǎŜŀǎŜΣ ŀǎ bǇм-κ-

IŜȄō-κ- ƳƛŎŜ ŀǇǇŜŀǊ ǘƻ ƭƛǾŜ ǎƛƎƴƛŦƛŎŀƴǘƭȅ ƭƻƴƎŜǊ ǘƘŀƴ IŜȄō-κ- ƳƛŎŜΣ ŀƴŘ ŘƛǎǇƭŀȅ ǎƛƎƴƛŦƛŎŀƴǘƭȅ 

ŦŀǎǘŜǊ ǊƛƎƘǘƛƴƎ ǊŜŦƭŜȄ ŘǳǊƛƴƎ ƭŀǘŜǊ ǎǘŀƎŜǎ ƻŦ ŘƛǎŜŀǎŜΦ bǇм-κ-IŜȄō-κ- ƳƛŎŜ  ŀƴŘ IŜȄō-κ- ƳƛŎŜ 

ƘŀǾŜ ŀ ǎƛƳƛƭŀǊ ƛƴŎǊŜŀǎŜ ƛƴ ōƻŘȅ Ƴŀǎǎ ǊŜƭŀǘƛǾŜ ǘƻ ²¢ ƳƛŎŜΣ ŀ ƘŀƭƭƳŀǊƪ ƻŦ ƻǳǊ IŜȄō-κ- ƳƛŎŜ 

ǊŜƭŀǘƛǾŜ ǘƻ ²¢Φ bǇм-κ-IŜȄō-κ- ƳƛŎŜ ŦŀǊŜ ǎƛƳƛƭŀǊ ǘƻ IŜȄō-κ- ƳƛŎŜ ƻƴ ǘƘŜ ǊƻǘŀǊƻŘ ǘŜǎǘ ŀƴŘ ǿƛǊŜ 

ƘŀƴƎ ǘŜǎǘǎΣ ƛƴŘƛŎŀǘƛƴƎ btм Ƙŀǎ ƭƛǘǘƭŜ ŜŦŦŜŎǘ ƻƴ ƳƻǘƻǊ ŦǳƴŎǘƛƻƴǎΦ !ƭƭ Řŀǘŀ ƛǎ ŦǊƻƳ ŦŜƳŀƭŜ 

ƳƛŎŜΣ ǿƛǘƘ ǘƘŜ ŦƻƭƭƻǿƛƴƎ ǎŀƳǇƭŜ ǎƛȊŜǎ όƴύΥ IŜȄōҌκҌ Ґ пΣ bǇм-κ-IŜȄōҌκҌ Ґ оΣ IŜȄō-κ- Ґ с ŀƴŘ 

bǇм-κ-IŜȄō-κ- Ґ моΦ !ƴŀƭȅǎƛǎ ƻŦ ǎǳǊǾƛǾŀƭ ōȅ aŀƴǘŜƭ-/ƻȄ ǘŜǎǘΣ tғлΦлн ōŜǘǿŜŜƴ IŜȄō-κ- ŀƴŘ 

bǇм-κ-IŜȄō-κ- ƳƛŎŜΣ ƳŜŘƛŀƴ ǎǳǊǾƛǾŀƭ Ґ мнт Řŀȅǎ ŀƴŘ моп Řŀȅǎ ǊŜǎǇŜŎǘƛǾŜƭȅΦ {ǘŀǘƛǎǘƛŎŀƭ 

ŀƴŀƭȅǎƛǎ Ǿƛŀ !bh±! ǿƛǘƘ ¢ǳƪŜȅΩǎ I{5 ƻǊ 5ǳƴƴŜǘΩǎ ¢о Ǉƻǎǘ-ƘƻŎ ǿƘŜǊŜ ŀǇǇǊƻǇǊƛŀǘŜΦ ϝt 

ғлΦлр ōŜǘǿŜŜƴ bǇм-κ-IŜȄō-κ- ƳƛŎŜ ŀƴŘ bǇмҌκҌIŜȄō-κ- ƳƛŎŜΦ 
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Figure 4.3 
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