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1. Liver Tissue Procurement and Storage
o During necropsy, the liver organ is cut into smaller tissue sections.
o Part of liver section is weighed and separated into a new sterile tube.
Note: For protein isolation, usually only +0.1 g of liver section is required for each 0.5-
1 mL of lysis buffer cocktail.
o The organ is immediately placed in a cool box containing ice prior to storage.

o Forlong-term storage, the organ could be stored in deep freezer at -80°C.

2. Tissue Pulverization?

All process should be performed on ice block or at 4°C

o RIPA/PI cocktail is prepared by adding 10 pL protease inhibitor (Pl; MCE Protease
Inhibitor Cocktail #HY-K0010) to every 1 mL of RIPA lysis buffer (Elabscience #E-BC-
R327) in a sterile microcentrifuge tube.

Note: Pre-calculate the volume of buffer cocktail required for all samples.

Each 0.1 g of tissue sample could be added with 0.5 — 1 mL lysis buffer (1:5 — 1:10
ratio), adjusted according to preferred experimental requirements. The RIPA/PI
cocktail should be prepared freshly, right before adding into the sample. Keep the
cocktail on cooling block or place it in -20°C while waiting.

o Mortar, pestle, and spatula are precooled with liquid nitrogen (LN) by carefully
pouring the LN into the mortar and swirling the LN slowly using the pestle and spatula,
until the LN evaporates thoroughly. This step is performed 2-3 times.

Note: Clean all the utensils thoroughly with 70% alcohol beforehand.

o Adequate amount of LN is poured into the cold mortar, followed by soaking the frozen
tissue sample in LN.

o The tissue was ground immediately until become a fine powder; LN could be added

accordingly if needed.




3.
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Note: Grinding the tissue in LN should be done carefully but also as quick as possible
to prevent the temperature rising.

RIPA/PI cocktail of 0.5 — 1 mL is added into the tissue powder, continued by grinding
and mixing it again.

The powder is scraped from all over the mortar using a cold spatula and transferred
into a sterile microcentrifuge tube.

Note: Keep the whole process in a cold condition. Place the microcentrifuge tube in a

cooling block or inside a cool box containing ice.

Protein Isolation

o

o
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Protein sample is incubated on ice or at 4°C for 20 minutes

Sample is centrifuged at 12,000 rpm, 4°C for 10 minutes.

The supernatant is collected and transferred into a new sterile tube.

Note: Carefully collect the supernatant without disturbing the pellet.

Sample is then subjected to protein concentration or purity measurement. If the

concentration is too high, PBS solution may be added to dilute the sample.
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