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PEYER’S PATCH CELL ISOLATION
Peyer’s patches are discrete lymphoid clusters within the wall of the intestine [1]. They act as immune surveillance and continuously sample the luminal environment of the gut and make up an important part of the Gut Associated Lymphoid Tissues (GALT) [1]. This protocol can be used to isolate cells from Peyer’s patches and is optimised to isolate lymphoid populations [2], slight adjustments might have to be made for larger and more granular cells such as macrophages.
Reagents and Equipment
1.  Strip Buffer 

a. 500 ml HBSS (Invitrogen Cat. No. 14170112) 
b. 1 mM EDTA (Thermo Fisher Scientific Cat.No.15575020)
c. 1 mM Dithiothreitol (DTT, Sigma D9779)
d. 10% Heat-inactivated foetal calf serum (Invitrogen Cat. No. 14190094) 
e. 1% L-Glutamine (Invitrogen Cat. No. 25030081) 
f. 1% Penicillin/Streptomycin (Invitrogen Cat. No. 15140122) 
2. Dulbecco’s Phosphate Buffered Saline (Invitrogen Cat. No. 14190094) 
3. Complete RPMI Medium
a. 500 ml RPMI1640 (Invitrogen Cat. No. 11875085) 
b. 10% Heat-inactivated foetal calf serum (as above) 

c. 1% L-Glutamine 
d. 1% Penicillin/Streptomycin 
4. 70 μm EasyStrainer (Greiner Bio-One Cat. No. 542070)
5. 5 ml Syringe

6. 50 ml Falcon tubes
Protocol 
1.  
Remove Peyer’s patches from the intestine
. 
2.  
Place in a 50 ml Falcon tube with 20 ml of DPBS and store on ice.
3.  
Vortex 50 ml tube for 30 seconds to remove intestinal matter and mucus
4.  
Remove PBS and resuspend Peyer’s patches in 20 ml of Strip Buffer, pre-warmed to 37°C.
5.  
Add a magnetic flea (around 22mm) to each 50 ml tube and incubate for 30 min on the magnetic stirrer plate
 at 37°C.
6. 
Add 10 ml of complete RPMI to stop the digestion
.
7.
Pour the media through a 70 μm EasyStrainer to catch the Peyer’s patches

8.
Push the Peyer’s patches through the 70μm EasyStrainer using the end of a 5 ml syringe and 20 ml of complete RPMI.
9.
Centrifuge for 5 min at 400 g.
10.
Resuspend cells in complete RPMI.
11.
Count using trypan blue and a haemocytometer or using AOPI 
and the cellometer

Notes
1. If performing a lamina propria cell isolation it is advised to remove the Peyer’s patches prior to bilaterally cutting the gut, they appear like small lymph nodes along the opposite side of the gut from the mesentry. 

2. If the isolation is from Heligmosomoides polygyrus infected mice, only use Peyer’s patches that are closely associated with an adult worm to see differences induced by the worm or its products [3].
3. A Percoll gradient can be performed to remove debris, however, this is not necessary if the patches are vortexed thouroughly. 
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�This is where a photo would be invalable. Perhaps if you don’t have one we could “borrow” one and replace it once we have a chance to take our own snapshot?


�Do we have spec for this?


�? No enzymes involved so why “digestion”? If EDTA+DTT, then perhaps “dissociation”?


�Define


�Be specific
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