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LEGENDS TO SUPPLEMENTARY FIGURES 

 

Supplementary Fig. 1. Mutant SOD1 protein and mRNA levels are lower in motor 

neurons of neuron-specific G93A-SOD1 mice as compared to G1del ubiquitous G93A-

SOD1 mice. (a) hSOD1-immunofluoresence showing considerable lower signal within 

individual motor neurons of T3T3 mice (arrow in a2) as compared to motor neurons in G1del 

mice (arrow in a3). Note that, spinal cord specimens from the different mice were embedded 

in a single gelatin block and sectioned and stained together to avoid variability in staining. 

Antibody concentration (sheep anti-SOD1, 1:5000) and confocal microscope settings were 

chosen for optimal detection of hSOD1 labeling in T3T3 spinal cord. Note, that under these 

conditions hSOD1-immunofluorescence signal from motor neurons of G1del mice is saturated 

(a3), whereas motor neurons from non-transgenic mice do not produce any signal above back 

ground (a1). 

(b) hSOD1 mRNA in situ hybridization showing that motor neurons in T3T3 mice (b2) show 

much lower hSOD1 mRNA levels as compared to G1del mice (b3). Bars: 20 µm (a1, b1). 

 

Supplementary Fig. 2. The T3 transgene has a marginal effect on disease onset and 

survival in G1del mice. 

Kaplan Meier plots (a) and bar graph (b) showing age of disease onset and end stage of G1del 

and T3G1del mice. Onset of disease in most mice was characterized by the inability of the 

mice to extend one of the hind limbs. Three G1del and one T3G1del mice showed fore limb 

onset of disease, the first sign of weakness being the inability to hang in a hanging wire test. 

Onset and end stage age was not significantly different between G1del and T3G1del mice 

(unpaired two-tailed Student t-test). 

  

Supplementary Fig. 3. Loss of grip strength in end stage neuron-specific and ubiquitous 

G93A-SOD1 mice. 
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Grip strength was determined by placing mice with 4 limbs on a grid attached to a force 

gauge, and steadily pulling the mice by their tail. Grip strength is defined as the maximum 

strength produced by the mouse before releasing the grid. For each value the test is performed 

in triplicate.  Bar graphs represent means ± SE. ** and ***, P < 0.01 and P < 0.001, 

respectively compared with non-transgenic mice and presymptomatic transgenic mice, (one-

way ANOVA with Tukey's multiple comparison test) 

 

Supplementary Fig. 4. 'Compact' fibrillary ubiquitinated SOD1 aggregates in neuron-

specific G93A-SOD1 mice 

(a) Confocal immunofluorescence revealed infrequent (1-2 per 40 µm thick lumbar L4 or 

cervical C6 section) neurons with skein-like SOD1-aggregates in spinal cord of end stage 

T3T3 or T1T3 mice. These aggregates usually were localized in the perinuclear region but did 

not co-distribute with autofluorescent material. (b, c) Post-embedding immunogold electron 

microscopy revealed 'compact' ubiquitinated SOD1 aggregates that consist of densely packed 

11-14 nm thick filaments and that are distinct from heterogeneous dendritic aggregates as 

shown in Figure 2h-j. Arrow in c points to polyribosomes. mt, microtubule. (d) Occasionally, 

hSOD1 immunogold-labeling also was present in autophagosome-like structures. Bars: 10µm 

(a1), 500 nm (b1, c, d) 
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Supplementary Table 1. Astroglial changes in neuron-specific and ubiquitous G93A-

SOD1 expressing mice 
 increased 

GFAP 

HSP25 

expression 

� -Bcrystallin 

expression 

reduced GLT1 

expression 

Ubiquitinated 

inclusions 

active-

caspase3 

non-tg (104 w) + + - - - - 

G1del (end) +++ ++++ ++ + ++ + 

T3 (104 w) 

T3T3 (end) 

T1T3 (end) 

+ 

+++ 

+++ 

++ 

++++ 

++++ 

- 

- 

- 

- 

-/+ 

n.d. 

- 

- 

- 

- 

- 

- 

T3hSOD1 (end) +++ ++++ - n.d. - - 

hSOD1 (104 w) ++ ++ - n.d. - - 

-, absent or no change; +,   infrequent occurrence or small change in expression; ++, moderate 

occurrence or moderate change; +++, frequent occurrence or large change; ++++, very large 

change 
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LEGENDS TO ONLINE MOVIES 

 

Movie 1: Endstage T3T3 mouse show severe locomotor deficits 

Note that the mouse despite severe muscle weakness is still capable of moving the hind limbs. 

In contrast most G1del show total paralysis of at least one of the hind limbs (see Table S1, 

Movie S2) 

  

Movie 2: Most G1del mice show asymmetric onset and progression of disease 

Symptomatic 'right hind limb onset' G1del mouse with fully paralyzed right hind limb, the left 

hind limb still capable of moving. 


