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(a) Representative pictures of hematoxylin and eosin (H&E) stained sham-operated

Figure S1.

gastrocnemius muscles (left) with magnifications (right) of control (top) and Cobra venom factor (CVF)
treated-mice (bottom) do not show ischemic tissue damage 7 days after sham operation. (b) Scatter plot
presenting the area of ischemic tissue damage (%) of control and CVF treated mice 7 days after sham
operation. One complete sectional area was analyzed per mouse per group. The data represent means

SEM, withn

+

Scale bars: 1000 um

s t-test.

7

5 per group (control vs. CVF) determined by unpaired Student

(overview), 100 um (detail).
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Figure S2. (a) Scatter plot displays no apoptotic tissue damage of sham-operated control and CVF-treated
mice 7 days after surgery. Analyzed was one complete cross-section of the gastrocnemius muscle per mouse
per group. The data shown are means + SEM, with n = 5 per group (control vs. CVF) determined by
unpaired Student’s t-test. (b) Representative images (left) of Tunel stained gastrocnemius muscle from
control (upper image) and CVF-treated mice (lower images) are shown in magnified images (right). Cells
were labeled with antibodies against Digoxigenin (apoptotic cells, green) and DAPI (nuclei, blue). Scale
bars: 1000 um (overview), 100 pm (detail).
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Figure S3. Sham operated gastrocnemius muscles of control and CVF-treated mice show no difference in
capillarity and no proliferation of endothelial cells 7 days after sham operation. Scatter plots display the
number of (a) CD31+/CD45 endothelial cells and (b) proliferation endothelial cells (CD31+/CD45/BrdU*).
The data presented are means + SEM, with n =5 per group. A defined area (1.5 mm?) of muscle tissue was
analyzed per mouse. ns p > 0.05 (control vs. CVF) determined by unpaired Student's t-test. (c)
Representative images of control (top) and CVF treated mice (bottom). Cells were labeled with antibodies
targeting BrdU (red, proliferation marker), CD45 (green, leukocytes), CD31 (white, endothelial cells) and
DAPI (blue, nuclei). Scale bars: 50 um.
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Figure S4. Representative pictures of control and CVF-treated mice display a low leukocyte count without
any variation in quantity. (a) Scatter plot shows no significant difference in the number of leukocytes
(CD45") per square millimeter between sham operated control and CVF-treated mice. The data presented
are means + SEM, with n =5 per group. Analysis was conducted on a defined area (1.5 mm?) of muscle
tissue per mouse. ns p > 0.05 (control vs. CVF) determined by unpaired Student's t-test. (b) Representative
immunofluorescence images of sham-operated legs of control (upper image) and CVF treated mice (lower
image) 7 days after surgery. Antibodies directed against CD45 (leukocytes, green) and DAPI (nuclei, blue)
were used to mark the cells. Scale bars: 50 um.
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83
Figure S5. Sham operated control and CVF-treated mice show low numbers of macrophages 7 days after 84
surgery. Scatter plots demonstrate (a) the number of macrophages (CD68*), (b) the number of M1-like 85
polarized macrophages (CD68/MRC1-) and (c) the number of M2-like polarized macrophages 36
(CD68+/MRC1") per square millimeter (mm?). Data are shown as means + SEM, with n =5 per group. ns g7
p >0,05 (control vs. CVF) determined by unpaired Student's t-test. (d) Representative images of control
(top) and CVF treated mice (bottom). Cells were labeled with antibodies targeting CD68 (green, -
macrophages), MRC1 (red, M2-like polarized macrophages) and DAPI (blue, nuclei). Scale bars: 50 um. 89
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Figure S6. A single dose of 12,5ug of the cobra venom factor (CVF (1x)) causes the loss of serum
hemolytic complement activity 24 hours after injection. Scatter plot displays the results of a CH50 assay.
Data are shown as means + SEM, with n= 2 for the PBS-treated control group and n= 3 for the CVF-
treated group. **** p <0.0001 (PBS vs. CVF (1x)) determined by unpaired Student’s t-test. Adapted from
Gotz et al.,, 2022 [1], with permission of the authors.
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