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PEGS8000 Solution(50%, Sterilized)

Cat: G0563
Size: 10mL/100mL
Storage: 2-8°C, valid for 6 months.

Introduction

Polyethylene glycol (PEG) has many varieties, including PEG400, PEG1500, PEG4000, PEG6000,
PEG8000, etc. The PEG series products are non-toxic, non irritating, slightly bitter in taste, and have good water
solubility. They also have good compatibility with many organic components, and have excellent lubricity,
moisturizing, dispersibility, adhesives, anti-static agents, and softeners. They are widely used in industries such as
cosmetics, pharmaceuticals, chemical fibers, rubber, plastics, papermaking, painting, electroplating, pesticides,
metal processing, and food processing. The properties vary depending on the relative molecular weight. From
colorless and odorless viscous liquids to waxy solids, those with a molecular weight of 200-600 are liquids at
room temperature, while those with a molecular weight above 600 gradually become semi-solid. The properties
also differ with the average molecular weight. From colorless and odorless viscous liquids to waxy solids, as the
molecular weight increases, their hygroscopicity decreases accordingly; Among them, PEG4000 and PEG6000 are
commonly used to promote cell fusion or protoplast fusion and help organisms (such as yeast) uptake DNA during
transformation.

PEG8000 Solution(50%, Sterilized) is mainly composed of PEG8000 and phosphate, and has undergone
strict aseptic treatment. Its principle of action is to change the membrane structure of various types of cells,
causing the lipid molecules on the plasma membrane at the contact point of two cells to disperse and recombine.
The interface between two cells is located at the bilayer plasma membrane, and under the mutual affinity and
surface tension of each other, cells fuse. PEG8000 Solution(50%, Sterilized) can be used as a fusion agent to
obtain hybridoma cells for producing monoclonal antibodies. This reagent is only used in the field of scientific
research and is not suitable for clinical diagnosis or other purposes.

Self Provided Materials
1.  CO2 incubator, centrifuge
2. MEM medium, fetal bovine serum(FBS), HAT/HT/A Media Supplement, Trypsin digestion solution

Protocol(for reference only)

Note: If the solution turns into a gel like state, can heat it in a 37-60 °C water bath to restore solution state.

For single layer adherent cells:

1. Inoculate the hybrid precursor cells in the same quantity (5x10%ml), culture the cells in appropriate medium,
and wait for the cells to adhere and expand to the density of the confluent sheet (80% confluence rate).

2. Absorb the culture medium, add 2ml of PEG8000 Solution(50%, Sterilized), gently rotate for 1 minute to
cover all cells with PEG8000 solution, and let it stand for 1 minute.

3.  Add 3ml of complete MEM medium to dilute PEG8000 solution, aspirate the diluted PEG8000 solution, and
then add 5ml of MEM medium to wash the cells treated with PEG8000 once.

4. Remove the washing solution and add 5Sml MEM medium. Incubate overnight at 37 °C with 5% CO?2.

5. After 24-48 hours of cultivation, first remove the culture medium, then add trypsin digestion solution to treat
the cells. After sufficient digestion, discard the trypsin digestion solution.

6. Cultivate and eliminate HPRT and TK deficient cells using HAT Media, discard the supernatant, resuspend
the cells in complete culture medium supplemented with 1x HT and 1x A, fuse for 12-24 hours, and perform
heterokaryotic analysis. The hybrid precursor cells die within 4-5 days, and for most fusion precursor cells,
hybrid cell clones can be seen within 10-14 days.

For suspension cells:

1. Mix Iml (approximately 1x107) of cells from two different parents, centrifuge at 800g for 10 minutes to
precipitate the hybrid precursor cells, discard the supernatant, and let about 1ml remain. Gently tap the
bottom of the tube or manually centrifuge the tube to mix the two types of cells and resuspend them.

2. Add 1ml PEG8000 Solution(50%, Sterilized) to the centrifuge tube and place it in a 37 °C water bath for 2
minutes.

3. Add 5ml of MEM culture medium containing 10% fetal bovine serum preheated at 37 °C in advance, dilute
and stop the action of PEG8000, centrifuge 1000g for 5 minutes, discard the supernatant, add 5ml of
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complete MEM  medium to dilute PEG8000 solution, aspirate the diluted PEG8000 solution, add 5ml of
serum-free MEM medium, shake the centrifuge tube to resuspend the cells (do not damage the cells),
centrifuge 1000g for 5 minutes, discard the supernatant, and repeat this step once.

4.  Add HAT selective culture medium containing 20% fetal bovine serum, mix well, dilute the cell suspension
with culture medium to 5x10%ml, inoculate in a 96 well plate (0.1ml per well) or other vessel, incubate
overnight at 37 °C with 5% CO2, and select fusion cells after 24-48 hours.

Note

1. Pay attention to aseptic operation to avoid contamination by microorganisms.

2. Single layer adherent cells or suspended cells cultured in vitro can be fused, but the probability of success is
higher for single layer adherent cells.

3. Please use the reagent as soon as possible after opening to avoid affecting the subsequent experimental
results.

4.  For your safety and health, please wear lab clothes and disposable gloves when operating.
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