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1. Please revise the following lines to avoid previously published text: 40-42, 43-45, 59-62, 443-446, 465-466.

Response 1: Thank you for your corrections. We revised the manuscript as requested.

[Line 40-42 and 43-45]
Diverse vascular diseases such as diabetic retinopathy, occlusion of retinal veins or arteries and ocular ischemic syndrome can lead to retinal ischemia. To investigate pathological mechanisms of retinal ischemia, relevant experimental models need to be developed. Anatomically, a main retinal blood supplying vessel is the ophthalmic artery (OpA) and OpA originates from the internal carotid artery of the common carotid artery (CCA). Thus, disruption of CCA could effectively cause retinal ischemia.

[Line 59-62]
The retina is susceptible to vascular diseases as oxygen is delivered through blood vessels. Various types of vascular diseases, such as diabetic retinopathy and retinal blood vessel (veins or arteries) occlusion, can induce retinal ischemia. To investigate pathological mechanisms of retinal ischemia, reproducible and clinically relevant experimental models of retinal ischemia are considered necessary. Middle cerebral artery occlusion (MCAO) by insertion of an intraluminal filament is the most generally utilized method for the development of in vivo rodent models of experimental cerebral ischemia2,3.

[Line 443-446 and 465-466]
The phenotype of a droopy eyelid has been suggested as a presenting sign or a pathophysiological symptom of severe neurological conditions, especially ischemic stroke31,32. The muscle associated with a droopy eyelid is levator palpebrae superioris33. This muscle is supplied by the lateral palpebral artery which is one of branches derived from OpA. Hence, when OpA, which supplies the retina, is affected, eyelid drooping could be seen.

For consistent outcomes, anesthetic time and length of surgical procedures as well as other factors such as weights and ages of experimental models and their body temperatures during and after the surgery should be standardized.


2. Please highlight up to 3 pages of protocol text for inclusion in the protocol section of the video. This is a hard production limit to ensure that videography can occur in a single day. Please highlight the key parts of the experiments and enough details to tell a cohesive story.

Response 1: Thank you for your instruction. We highlighted the key parts as requested.

[bookmark: _GoBack][Line 82-152]
1.	Preparation of surgical instruments and animals

1.1.	Autoclave surgical instruments and keep them in 70% ethyl alcohol. Prior to each new surgical procedure, clean surgical instruments carefully using 70% ethyl alcohol.

1.2.	Prepare male BALB/cAJc1 mice (6 weeks old, 26-28 kg) in a specific-pathogen-free (SPF) room to maintain sterile conditions before, during and after the surgery.

2.	Transient bilateral common carotid artery occlusion (tBCCAO)

2.1.	Put a mouse under anesthesia via intraperitoneal injection with a combination of midazolam (40 μg/100 μL), medetomidine (7.5 μg/100 μL) and butorphanol tartrate (50 μg/100 μL), termed “MMB”, as previously described8,9. Hold the mouse’s back skins to keep the mouse away from bumping its eyes until the mouse is completely anesthetized. 

2.1.1.	Judge the depth of anesthesia by pinching the mouse toe until it has no response, of which method is commonly used for checking complete anesthesia10. 

NOTE: Generally, less than 5 min are required for mice to fall asleep. Proper recipes for general anesthesia may be different by institutions.

2.2.	Apply one drop of 0.1% purified sodium hyaluronate eye drop solution to the eyes to prevent dryness on the eyes under anesthesia.

2.3.	Place the mouse on its back and fix the mouse's paws using adhesive tapes.

2.4.	Disinfect the neck area of the mouse using 70% ethyl alcohol before the surgery.

NOTE: Additional clipping of the fur was not performed as this may cause subsequent skin inflammation11,12.

2.5.	Perform sagittal incision of the neck by a scissor (Figure 1). 

NOTE: Incision needs to be made on the midline between the neck, sternum and trachea.

2.6.	Separate both salivary glands carefully using two forceps and mobilize them to visualize the underlying CCAs.

2.7.	Isolate the right CCA carefully from the respective vagal nerves and accompanying veins without harming their structures, and place two 6-0 silk sutures under the CCA. Tie the two ties tightly to block the blood flow (Figure 1).

NOTE: During the procedure, small veins could be damaged. If bleeding is seen, wiping is required to visualize the CCAs clearly.

2.8.	Find the left CCA carefully from the respective vagal nerves and accompanying veins without harming their structures, and occlude the left CCA for 2 seconds by a clamp (Figure 1). 

NOTE: A 6-0 silk suture needle is needed to be placed under the left CCA to mark a site for clamping.

2.9.	After reopening of the left CCA, suture wounds of the neck by a 6-0 silk suture and apply a dab of antibiotic (50 μL) onto the neck to inhibit bacterial infection.

NOTE: Softly remove a clamp to avoid damaging the arterial wall when reopening of the left CCA.

2.10.	Inject 0.75 mg/kg of atipamezole hydrochloride intraperitoneally to the mice to help the mouse recovered from deep anesthesia quickly. Return the mouse to a mouse cage with pre-heated pads.

NOTE: Do not let the mouse left unattended until the mouse regains sufficient consciousness to maintain sternal recumbency. 

2.11.	Inject 0.4 mg/kg of butorphanol tartrate to the mouse for the management of pain when the mouse wakes up.

NOTE: The protocol can be paused here. As a first hint for successful tBCCAO, eyelid drooping of the mouse can be observed (Figure 2).
