SUPPORTING INFORMATION

Materials & Methods

Protein Expression and Phosphorylation

As previously describe by our laboratory, the entire heart was minced and homogenized
at 4 °C followed by one step total protein extraction with an Extraction Buffer System
(Invitrogen Corporation, Carlsbad, CA)

The extracted cardiac protein was measured by the BCA Protein Assay (Thermo Fisher
Scientific, Waltham, MA) on a SpectraMax Plate Reader (Molecular Devices, Sunnyvale, CA).
Individual proteins were then analyzed by Western blot. Equal amounts of total protein were
separated on 4-12% NuPAGE Novex Bis-Tris SDS-PAGE Gels (Invitrogen Corporation, Carlsbad,
CA) and transferred to Immobilon-FL PVDF membrane (Millipore Corporation, Billlerica, MA).
The PVDF membrane was treated with a blocking agent (GE Healthcare Bio-Sciences
Corporation, Piscataway, NJ) and probed with primary, fluorescein-linked secondary antibodies
as well as anti-fluorescein alkaline phosphatase conjugate. The following primary antibodies
were used; TIE2 (24859, 1:2000), pTIE2 (192800, 1:2000), (Abcam, Cambridge, MA). Individual
Protein loading controls used are: Glyceraldehyde-3-phosphate dehydrogenase (GAPDH 9545,
1:10000, Abcam, Cambridge, MA). Blots were visualized by Enhanced Chemifluorescence (ECF) (GE
Healthcare Bio-Sciences Corporation, Piscataway, NJ) on Storm 860 Imaging System (GE

Healthcare Bio-Sciences Corporation, Piscataway, NJ). The Storm 860 Imaging System exhibits a



linear response to fluorescent signal intensities and protein levels were quantified using

ImageQuant software (GE Healthcare Bio-Sciences Corporation, Piscataway, NJ). [1-3].
Euthanasia

After completion of each of the experimental protocols or after reaching the humane endpoint
of behavioral score of 28 , animals were euthanized by a dose of Ketamine 90mg/kg and
Xylazine 25mg/kg, followed by pentobarbital 100mg/kg IP, until absence of corneal and pedal
reflex, and no electrical activity on ECG, and decapitation via guillotine, a method approved by
the American Veterinary Medical Association Guidelines on Euthanasia. Perfusion and or organ

harvesting was performed as per protocol [4-6]

Animal Attrition In Survival Experiments

Euthanized
Animal Group n Prior to 48 hrs
LPS-CONT 12 11
pGz-LPS 12 5
LPS-pGz 12 2
L-NAME- LPS-CONT 8 8
L-NAME- pGz-LPS 8
L-NAME- LPS-pGz 8 8




S1. Table A

Behavioral Scoring Criteria

The below criteria was modified from Shrum et al to include stool quality. The maximum score

is 32.[7]

Variable

Score and description

Appearance

0- Coat is smooth

1- Patches of hair piloerected

2- Majority of back is piloerected

3- Piloerection may or may not be present, mouse appears “puffy”

4- Piloerection may or may not be present, mouse appears

emaciated

Level of consciousness

0- Mouse is active

1- Mouse is active but avoids standing upright

2- Mouse activity is noticeably slowed. The mouse is still ambulant.

3- Activity is impaired. Mouse only moves when provoked,

movements have a tremor

4- Activity severely impaired. Mouse remains stationary when

provoked, with possible tremor

Activity

0- Normal amount of activity. Mouse is any of: eating, drinking,




climbing, running, fighting

1- Slightly suppressed activity. Mouse is moving around bottom of

cage

2- Suppressed activity. Mouse is stationary with occasional

investigative movements

3- No activity. Mouse is stationary

4- No activity. Mouse experiencing tremors, particularly in the hind

legs

Response to stimulus

0- Mouse responds immediately to auditory stimulus or touch

1- Slow or no response to auditory stimulus; strong response to

touch (moves to escape)

2- No response to auditory stimulus; moderate response to touch

(moves a few steps)

3- No response to auditory stimulus; mild response to touch (no

locomotion)

4- No response to auditory stimulus. Little or no response to touch.

Cannot right itself if pushed over

Eyes

0- Open

1- Eyes not fully open, possibly with secretions

2- Eyes at least half closed, possibly with secretions

3- Eyes half closed or more, possibly with secretions




4- Eyes closed or milky

Respiration rate

0- Normal, rapid mouse respiration

1- Slightly decreased respiration (rate not quantifiable by eye)

2- Moderately reduced respiration (rate at the upper range of

quantifying by eye)

3- Severely reduced respiration (rate easily countable by eye, 0.5 s

between breaths)

4- Extremely reduced respiration (>1 s between breaths)

Respiration quality

0- Normal

1- Brief periods of labored breathing

2- Labored, no gasping

3- Labored with intermittent gasps

4- Gasping

Stool

0- Normal

1- Frequent or a lot

2- Loose

3- Diarrhea

4- No stool

TOTAL

Score

MAX WORSE SCORE 32
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