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[bookmark: _Toc252269983]1 Purpose 
The purpose of the present Standard Operating Procedure (SOP) is to describe how the DNA is isolated from intestinal samples by bead-beating, and a LGC mag midi DNA extraction kit (LCG genomics) in a KingFisher Flex robot (Thermo Scientific). 


[bookmark: _Toc252269986]2 Procedure
	
2.1 	Receiving stool samples 
Stool samples should be sent on dry ice and kept frozen at all times.


2.2	Buffers, reagents and solutions

Table 2.1 Overview of buffers, reagents and solutions for DNA isolation of intestinal content.
	Buffer/reagent/kit
	Product no.
	Supplier

	Mag midi kit
	40402/40420
	LCG genomics

	Acid washed beads (<106 µm)
	
	Sigma-Aldrich

	STAR buffer
	
	Roche




2.3	Equipment

	Equipment
	Vendor/Supplier

	KingFisher Flex robot
	Thermo Scientific

	KingFisher Flex KF plates
	Thermo Scientific

	KingFisher Flex tip combs
	Thermo Scientific

	MagNA Lyser
	Roche

	Table top centrifuge
	General supplier

	Qubit fluorometer
	Invitrogen

	Sterile screw cap tubes, 2ml
	Sarstedt

	Standard equipment (vortex, micropipettes etc.)
	General supplier




2.4	Thawing fecal samples
The samples must be thawed on ice. 
Aliquot 0.25 g acid washed glass beads (Sigma-Aldrich, < 106 µm) into 2.0 ml into sample tubes with screw cap and silica ring in the lid. Add 200 ul S.T.A.R buffer into each tube (the v/v ratio should be 2/1 STAR/sample). Keep the samples on ice at all times.   


2.5	DNA isolation
When all the stool samples are aliquoted into the tubes, you should immediately continue with the procedure for bacterial DNA isolation from the stool samples.  

[bookmark: _Toc260321641]Procedure for bacterial DNA isolation from stool samples.  

1. Mechanical lysis
1.1 Process twice in MagNaLyser at 6500 rpm for 20 sec with 1 min rest between runs. Keep samples cold during the rest.
1.2 Centrifuge the tubes at 13000 rpm for 5 min.

2. Proteinase treatment
2.1 Transfer 50 µl supernatant from the tubes to KingFisher 96 well plate
2.2 Add 50 µl lysis buffer and 5 µl Proteinase – mix well by pipetting
2.3 Place the plate into KingFisher Flex robot. Use ‘ProteinaseLGC’ procedure to incubate the   samples at 55 ⁰C for 10 min.
[bookmark: _Ref311704035]2.4 Store on ice until further use.

      3. DNA extraction
Add reagents only to the wells that will actually contain sample.
 Prepare KingFisher plates according to table:
	Plate Name
	Plate type
	Content
	Volume

	Sample Plate
	KingFisher 96
	Mag particles
Sample (from step 4.4)
Ethanol (96 %)
	16 µl
105 µl
50 µl

	Wash Plate 1
	KingFisher 96
	BLM 1
	170 µl

	Wash Plate 2
	KingFisher 96
	BLM 2
	175 µl

	Wash Plate 3
	KingFisher 96
	BLM 2
	175 µl

	Elution Plate
	KingFisher 96
	Elution buffer
	50 µl

	Tip Plate
	KingFisher 96
	Tip comb
	



Start procedure “MagMiniLGC”.
Place the six plates in the instrument according to instructions on the display.
When the run has ended, transfer the samples into a 96-well storage plate.
[bookmark: _GoBack]

2.6	Quantification of genomic DNA
Measure by Qubit fluorometer. Use 2 ul for each measurement.




2.7	Storage of DNA
After DNA isolation the sample should be stored with appropriate labelling. For short term-storage (up to 3 days), store at +4 oC. For long term storage (more than 3 days), store at -20 oC.



3	References
Magnalyzer:
https://www.roche-applied-science.com/sis/automated/lyser/index.jsp
Mag midi kit:
http://www.lgcgroup.com/LGCGroup/media/PDFs/Products/Extraction/Kits%20inserts/mag-midi.pdf
KingFisher Flex robot:
https://tools.thermofisher.com/content/sfs/manuals/D01475~.pdf
Qubit fluorometer:
https://www.thermofisher.com/content/dam/LifeTech/migration/en/filelibrary/cell-tissue-analysis/qubit-all-file-types.par.27078.file.dat/qubit-usermanual.pdf

Qubit assay protocol:
https://www.thermofisher.com/content/dam/LifeTech/migration/en/filelibrary/cell-tissue-analysis/qubit-all-file-types.par.90790.file.dat/qubit1.0-protocol.pdf
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Quant-iT™ Assays

Abbreviated Protocol

IMPORTANT: Ensure all assay reagents are at room
temperature before you begin.

1. Set up your tubes: you'll need two tubes for the standards (three
for the protein assay) and one tube for each of your samples.

2. Make the Quant-iT™ Working Solution by diluting the Quant-iT™
reagent 1:200 in Quant-iT™ buffer. 200 uL of Working Solution
are required for each sample and standard.

3. Prepare Assay Tubes according to the table below.

Standard User Sample
Assay Tubes Assay Tubes

Volume of Working Solution

(from step 2) to add 1901 180-199 L

Volume of Standard

(from kit) to add 10u -
Volume of User Sample to add — 1-20 uL
Total Volume in each Assay Tube 200 pL 200 pL

4. Vortex all tubes for 2-3 seconds.

5. Incubate the tubes for 2 minutes at room temperature (15 min-
utes for the Quant-iT™ protein assay).

6. Read tubes in Qubit™ fluorometer.

7. Multiply by the dilution factor (see Manual) to determine concen-
tration of your original sample. Alternatively, choose Calculate
sample concentration to have the Qubit™ fluorometer perform
this multiplication for you.

* Use only thin-wall, clear 0.5 mL PCR tubes. Acceptable tubes include
Qubit™ assay tubes (500, Invitrogen Cat. no. Q32856) or Axygen PCR-
05-C tubes (VWR, part number 10011-830).
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Ensure all reagents are
at room temperature

Quant-iT™
Reagent

199 x n pL*
Quant-iT™ Quant-iT™
Buffer Working
Solution

180-199 pL

Standards from kit

& &
,_oE./ 10 t_./

Final volume
190 pL is 200 pL

User Samples

1-20 c_./ 1-20 c_./ 1-20 c_./

Final volume
is 200 pL

* where n = number of Standards plus number of Samples
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Vortex all assay tubes for
2-3 seconds

Incubate at room temperature

for 2 minutes (15 minutes for
Quant-iT™ protein assay)

Read tubes in Qubit™
fluorometer ﬂ
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