SPREAD Standard Operating Procedure (SOP) A for the processing of SPREAD samples

Contents
Purpose	1
Materials	2
Procedures	2
SPREAD Patient Samples	2
Initial process	2
SA growth process	3
Freezing	4
Sequencing	5
SPREAD HCW Samples	5
Initial process	5
SA growth process	6
Freezing	7
Sequencing	7
SPREAD Common Area Fomite Samples	7
Initial process	7
SA growth process	8
Freezing	9
Sequencing	9
SPREAD Patient Room Fomite Samples	10
Initial process	10
SA growth process	11
Freezing	12
Sequencing	12
Revision Control	12



[bookmark: _Toc175823834]Purpose

To provide detailed instruction for the processing of all SPREAD samples in the MOTION Lab.

[bookmark: _Toc175823835]Materials

	Item
	SOP

	Trypticase Soy Broth centrifuge tube
	B

	Staph. Aureus CHROMagar (SACA) medium
	C

	2ml Sterile Cryogenic Storage Vial
	n/a

	Phosphate Buffered Saline whirl-pak bag
	D

	Nuclease free water Cell lysate vial
	F

	Blood Agar (TSA with Sheep Blood) Medium
	n/a

	Skim milk cryogenic storage vial
	E

	Sterile plastic cell spreader
	n/a

	10uL sterile inoculating loops
	n/a

	1uL sterile inoculating loops
	n/a

	P1000 Pipette
	n/a

	P200 Pipette
	n/a

	1000uL filter Pipette tips
	n/a

	200uL filter Pipette tips
	n/a

	Appropriate LabVantage cryolabels
	G (SPREAD LV workflow)

	Biohazard disposal bin
	n/a

	-80 °C Freezer
	n/a

	4 °C Fridge
	n/a

	Shaking Incubator
	n/a

	37 °C Incubator
	n/a

	vortex
	n/a

	Staphaurex
	n/a
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1. Retrieve sample sets from SPREAD drop-off bin. A complete set includes a ziplock bag with 6 copan swabs, a Culture log form with the top portion completed, and a PBS whirl-pak bag.
2. Using the information on the culture log form, follow the SPREAD LV Workflow to enter the samples into LabVantage and print 12 labels for each complete set. 
3. Fill out the date and time culture start field on the culture log form
4. Label  SACA plates with the “A” labels for each received sample. Label TSB tubes with the “B” labels for each received sample. Label the sterile cryogenic storage vial with the “HC2” sticker. Label the appropriate swabs using the“NS2”, “TS2”, and“GS2” stickers.
5. Set the P1000 Pipette to 1000uL, and the P200 Pipette to 45uL. 
6. Unroll the PBS whirl-pak bag, and pipette 1mL of the PBS sample into the sterile cryogenic storage vial labeled “HC2”. Pipette an additional 1mL of the PBS sample into the TSB centrifuge tube labeled “HC1-B”. Finally pipette 45uL of the PBS sample onto the SACA medium labeled “HC1-A”. Use the disposable sterile cell spreader to distribute the PBS sample across the plate, once complete, dispose of the spreader in the biohazard bin. Reseal the PBS whirl-pak bag and dispose in the Biohazard bin.
7. Plate the Nose 1 swab on the SACA medium plate labeled “NS1-A”. Use a continuous rolling motion with the swab (as if you are unrolling a lint roll) while creating a lawn, ensuring the entire swab’s surface contacts the media. Finally, use the tip of the swab to contact the perimeter of the plate. Then place the swab in the TSB centrifuge tube labeled “NS1-B”, breaking off the end and sealing the tube. Place the remaining swab components (end and cover) in the biohazard bin. 
8. Repeat step 7 using Throat swab 1, the SACA medium plate labeled “TS1-A”, and the TSB centrifuge tube labeled “TS1-B”. 
9. Repeat step 7 using Groin swab 1, the SACA medium plate labeled “GS1-A”, and the TSB centrifuge tube labeled “GS1-B”. 
10. Tape the set of plates together, and place in the incubator at 37 °C for 48 hours.
11. Place the TSB centrifuge tubes in the shaking incubator at 37 °C, shaking at 200rpm overnight. 
12. Place the swabs and cryovial with “2” labels at -80 °C in their respective locations of the SPREAD freezer, making use of the freezer map.
13. Circle the appropriate for the frozen swabs and vial on the culture log form. Place the culture log form in the SPREAD binder, sorting numerically and by date using the SPR ID number followed by the date of sample received (SPR00001 En would be first, with SPR00001 7D after, then SPR00002, etc.). 
[bookmark: _Toc175823839]SA growth process
14. The following day, remove the TSB centrifuge “B” tubes from the shaking incubator, turning off the device if only SPREAD samples are occupying. Place the TSB centrifuge tubes in a rack and then place in the 4 °C fridge in the lab. 
15. Remove the SACA medium “A” plates from the 37 °C incubator to check for SA growth. Place all plates without SA growth back in the 37 °C incubator for an additional 24 hours. The plates with SA growth may be removed and put to the side for colony isolation. 
16. For each plate with SA growth (+Cx) sub out up to 3 individual colonies and a pool sample (Consisting of every non-isolated SA colony on the plate) onto Blood Agar medium (BA) using 1uL sterile inoculating loops. Label the plates used in the following notation, with the date on the bottom: SPR999·EN·NS1·A·ISO1. Complete the culture log form as appropriate, circling the hours of incubation prior to +Cx, the sample that was positive (A/B), whether there is a pool, how many colonies make up the pool, and writing in the notes section what was performed with the date. If the +Cx plate is obviously mixed with other bacterial growth, this first sample isolation (ISO1) may be plated on SACA. Tape together the isolated sample and place in the 37 °C incubator until growth is seen, up to 24 hours. Place the sample plate that you isolated from in the 4 °C fridge as a “parent waiting for growth”. 
17. At 48 hours, remove the SACA medium “A” plates from the 37 °C incubator to check for SA growth. Place all plates without SA growth (-Cx) to the side for further evaluation, and repeat step 16 as necessary for each bodysite and subject with positive SA growth at this time.
18. Observe the -Cx plates and prepare a second SACA medium plate for each, labeling as following: SPR999·EN·NS1·B, with the date on the bottom. Remove the TSB centrifuge  “B” tubes from the 4 °C fridge. Use the “A” plate as a reference for the labeling, and finding the “B” tube. Vortex the “B” tube for 10 seconds and use a 10uL sterile inoculating loop to plate the sample onto the labeled “B” plate. If there is a set of plates for that subject/timepoint tape them together, and place in the 37 °C incubator for 48 hours. Place all unused “B” tubes back in the 4 °C fridge. Complete the culture log form as appropriate, circling the no growth, and writing in the notes section what was performed with the date (ex. “8/28/24: NS1-A, TS1-A, GS1-A, HC1-A  All -Cx  B on SACA”). The -Cx “A” plates should be disposed of in the biohazard bin. 
19. At any timepoint, if there is uncertainty Staphaurex (SAX) can be utilized to confirm the presence or absence of SA. Follow the indicated instructions in the printout, and keep stored at 4 °C. Whenever Staphaurex is used to indicate the presence or lack of presence of SA, indicate on the culture log form as “-SAX” or “+SAX”.
20. Remove the BA or ISO plates from the incubator at the 24 hour timepoint. Look at each plate to observe SA growth, using SAX as appropriate. If SA is present but culture is mixed, repeat step 16, isolating from the mixed ISO to get a pure culture. Repeat as many times as necessary to produce uncontaminated, pure SA isolates to be frozen.
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21. Once the sample is pure, follow the LV Workflow to create and print the appropriate labels from LabVantage. For a complete isolated sample, this would consist of isolates 1 - 3 + P, a bacterial culture isolate (BC) label for each and a cell lysate (CL) label for isolate 1. Using each BC sticker, label a Skim milk cryogenic storage vial, and use the CL sticker to label one Nuclease free water Cell lysate vial. Use a 10uL sterile inoculating loop to freeze half of a loop (5uL) of 1 in the labeled CL vial. Then use a 10uL sterile inoculating loop to freeze a full loop of 1 in the BC vial labeled “NS1-A-C1-BC”. Repeat this step for each additional isolated colony sample and the pool. Complete the culture log form as appropriate, circling anything left blank previously, in addition to whether a pool was frozen, how many isolated colonies were frozen, whether a CHOP CL tube was frozen, and writing in the notes section what was performed with the date, indicating clearly what was frozen. 
22. Place the storage vials in their appropriate locations in the -80 °C SPREAD freezer, looking at the map to maintain separation of BC and CL isolates. 
23. Once the entire culture log form has been completed, sign the bottom and set aside for appropriate data entry. Then file the form in the subject’s folder.
[bookmark: _Toc175823841]Sequencing
24. To send the isolates for whole genome sequencing, utilize LabVantage to ensure all 368 samples are checked in to the appropriate box and location.
25. Use the Penn/CHOP microbiome center template to create a Metadata sheet, using LabVantage data to fill most required fields. 
26. Add additional line to metadata sheet indicating a correlated sticker, placing them in order of the CL tubes in the box. Double check that the stickers, location of vials, and metadata sheet agree. 
27. Place the sample boxes on dry ice and deliver to CHOP with the completed microbiome center sequence core sample receipt form. 
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1. Retrieve sample sets from SPREAD drop-off bin. A complete set includes 40 labeled copan swabs (20 from FP10 and 20 from FP12), and 40 Culture log forms with the top portions completed.
2. Using the information on the culture log form, follow the SPREAD LV Workflow to enter the samples into LabVantage and print 2 labels for each subject. 
3. Fill out the date and time culture start field on the culture log form
4. Label  SACA plates with the “A” labels for each received sample. Label TSB tubes with the “B” labels for each received sample. 
5. Plate each swab on the SACA medium plate labeled “NS-A”. Use a continuous rolling motion with the swab (as if you are unrolling a lint roll) while creating a lawn, ensuring the entire swab’s surface contacts the media. Finally, use the tip of the swab to contact the perimeter of the plate. Then place the swab in the TSB centrifuge tube labeled “NS-B”, breaking off the end and sealing the tube. Place the remaining swab components (end and cover) in the biohazard bin. 
6. Place the plates in the incubator at 37 °C for 48 hours.
7. Place the TSB centrifuge tubes in the shaking incubator at 37 °C, shaking at 200rpm overnight. 
8. Place the culture log form in the SPREAD HCW binder, sorting numerically by using the SPRHCW ID number (SPRHCW00003, SPRHCW00101, SPRHCW315, etc.). 
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9. The following day, remove the TSB centrifuge “B” tubes from the shaking incubator, turning off the device if only SPREAD samples are occupying. Place the TSB centrifuge tubes in a rack and then place in the 4 °C fridge in the lab. 
10. Remove the SACA medium “A” plates from the 37 °C incubator to check for SA growth. Place all plates without SA growth back in the 37 °C incubator for an additional 24 hours. The plates with SA growth may be removed and put to the side for colony isolation. 
11. For each plate with SA growth (+Cx) sub out up to 3 individual colonies and a pool sample (Consisting of every non-isolated SA colony on the plate) onto Blood Agar medium (BA) using 1uL sterile inoculating loops. Label the plates used in the following notation, with the date on the bottom: SPRHCW999·11M·NS·A·ISO1. Complete the culture log form as appropriate, circling the hours of incubation prior to +Cx, the sample that was positive (A/B), whether there is a pool, how many colonies make up the pool, and writing in the notes section what was performed with the date. If the +Cx plate is obviously mixed with other bacterial growth, this first sample isolation (ISO1) may be plated on SACA. Tape together the isolated sample and place in the 37 °C incubator until growth is seen, up to 24 hours. Place the sample plate that you isolated from in the 4 °C fridge as a “parent waiting for growth”. 
12. At 48 hours, remove the SACA medium “A” plates from the 37 °C incubator to check for SA growth. Place all plates without SA growth (-Cx) to the side for further evaluation, and repeat step 16 as necessary for each subject with positive SA growth at this time.
13. Observe the -Cx plates and prepare a second SACA medium plate for each, labeling as following: SPRHCW999·11M·NS·B, with the date on the bottom. Remove the TSB centrifuge  “B” tubes from the 4 °C fridge. Use the “A” plate as a reference for the labeling, and finding the “B” tube. Vortex the “B” tube for 10 seconds and use a 10uL sterile inoculating loop to plate the sample onto the labeled “B” plate. Place the “B” plates in the 37 °C incubator for 48 hours. Place all unused “B” tubes back in the 4 °C fridge. Complete the culture log form as appropriate, circling the no growth, and writing in the notes section what was performed with the date (ex. “8/28/24: NS-A -Cx  B on SACA”). The -Cx “A” plates should be disposed of in the biohazard bin. 
14. At any timepoint, if there is growth suspicious of SA +, Staphaurex (SAX) can be utilized. Follow the indicated instructions in the printout, and keep stored at 4 °C. Whenever Staphaurex is used to indicate the presence or lack of presence of SA, indicate on the culture log form as “-SAX” or “+SAX”.
15. Remove the BA or ISO plates from the incubator at the 24 hour timepoint. Look at each plate to observe SA growth, using SAX as appropriate. If SA is present but culture is mixed, repeat step 16, isolating from the mixed ISO to get a pure culture. Repeat as many times as necessary to produce uncontaminated, pure SA isolates to be frozen.
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16. Once the sample is pure, follow the LV Workflow to create and print the appropriate labels from LabVantage. For a complete isolated sample, this would consist of isolates 1 - 3 + P, a bacterial culture isolate (BC) label for each and a cell lysate (CL) label for isolate 1. Using each BC sticker, label a Skim milk cryogenic storage vial, and use the CL sticker to label one Nuclease free water Cell lysate vial. Use a 10uL sterile inoculating loop to freeze half of a loop (5uL) of 1 in the labeled CL vial. Then use a 10uL sterile inoculating loop to freeze a full loop of 1 in the BC vial labeled “NS-A-C1-BC”. Repeat this step for each additional isolated colony sample and the pool. Complete the culture log form as appropriate, circling anything left blank previously, in addition to whether a pool was frozen, how many isolated colonies were frozen, whether a CHOP CL tube was frozen, and writing in the notes section what was performed with the date, indicating clearly what was frozen. 
17. Place the storage vials in their appropriate locations in the -80 °C SPREAD freezer, looking at the map to maintain separation of BC and CL isolates. 
18. Once the entire culture log form has been completed, sign the bottom and set aside for appropriate data entry. Then file the form in the subject’s folder.
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19. To send the isolates for whole genome sequencing, utilize LabVantage to ensure all 368 samples are checked in to the appropriate box and location.
20. Use the Penn/CHOP microbiome center template to create a Metadata sheet, using LabVantage data to fill most required fields. 
21. Add additional line to metadata sheet indicating a correlated sticker, placing them in order of the CL tubes in the box. Double check that the stickers, location of vials, and metadata sheet agree. 
22. Place the sample boxes on dry ice and deliver to CHOP with the completed microbiome center sequence core sample receipt form. 
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1. Retrieve sample sets from SPREAD drop-off bin. A complete set includes 6 copan swabs (3 from FP10 and 3 from FP12), and 2 Culture log forms with the top portion completed.
2. Using the information on the culture log form, follow the SPREAD LV Workflow to enter the samples into LabVantage and print 6 labels for each floor’s samples. 
3. Fill out the date and time culture start field on the culture log form
4. Label  SACA plates with the “A” labels for each received sample. Label TSB tubes with the “B” labels for each received sample. 
5. Plate the Counter Area swab on the SACA medium plate labeled “CA-A”. Use a continuous rolling motion with the swab (as if you are unrolling a lint roll) while creating a lawn, ensuring the entire swab’s surface contacts the media. Finally, use the tip of the swab to contact the perimeter of the plate. Then place the swab in the TSB centrifuge tube labeled “CA-B”, breaking off the end and sealing the tube. Place the remaining swab components (end and cover) in the biohazard bin. 
6. Repeat step 7 using the Floor Area swab, the SACA medium plate labeled “FA-A”, and the TSB centrifuge tube labeled “FA-B”. 
7. Repeat step 7 using the Washroom Area swab, the SACA medium plate labeled “WA-A”, and the TSB centrifuge tube labeled “WA-B”. 
8. Tape the set of plates together, and place in the incubator at 37 °C for 48 hours.
9. Place the TSB centrifuge tubes in the shaking incubator at 37 °C, shaking at 200rpm overnight. 
10. Place the culture log form in the SPREAD HCW binder, sorting numerically using the SPRFP ID number. 
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11. The following day, remove the TSB centrifuge “B” tubes from the shaking incubator, turning off the device if only SPREAD samples are occupying. Place the TSB centrifuge tubes in a rack and then place in the 4 °C fridge in the lab. 
12. Remove the SACA medium “A” plates from the 37 °C incubator to check for SA growth. Place all plates without SA growth back in the 37 °C incubator for an additional 24 hours. The plates with SA growth may be removed and put to the side for colony isolation. 
13. For each plate with SA growth (+Cx) sub out up to 3 individual colonies and a pool sample (Consisting of every non-isolated SA colony on the plate) onto Blood Agar medium (BA) using 1uL sterile inoculating loops. Label the plates used in the following notation, with the date on the bottom: SPRFP_10·11M·WA·A·ISO1. Complete the culture log form as appropriate, circling the hours of incubation prior to +Cx, the sample that was positive (A/B), whether there is a pool, how many colonies make up the pool, and writing in the notes section what was performed with the date. If the +Cx plate is obviously mixed with other bacterial growth, this first sample isolation (ISO1) may be plated on SACA. Tape together the isolated sample and place in the 37 °C incubator until growth is seen, up to 24 hours. Place the sample plate that you isolated from in the 4 °C fridge as a “parent waiting for growth”. 
14. At 48 hours, remove the SACA medium “A” plates from the 37 °C incubator to check for SA growth. Place all plates without SA growth (-Cx) to the side for further evaluation, and repeat step 16 as necessary for each bodysite and subject with positive SA growth at this time.
15. Observe the -Cx plates and prepare a second SACA medium plate for each, labeling as following: SPRFP_10·11M·WA·B, with the date on the bottom. Remove the TSB centrifuge  “B” tubes from the 4 °C fridge. Use the “A” plate as a reference for the labeling, and finding the “B” tube. Vortex the “B” tube for 10 seconds and use a 10uL sterile inoculating loop to plate the sample onto the labeled “B” plate. If there is a set of plates for that subject/timepoint tape them together, and place in the 37 °C incubator for 48 hours. Place all unused “B” tubes back in the 4 °C fridge. Complete the culture log form as appropriate, circling the no growth, and writing in the notes section what was performed with the date (ex. “8/28/24: CA-A, FA-A, WA-A  All -Cx  B on SACA”). The -Cx “A” plates should be disposed of in the biohazard bin. 
16. At any timepoint, if there is growth suspicious of SA +, Staphaurex (SAX) can be utilized. Follow the indicated instructions in the printout, and keep stored at 4 °C. Whenever Staphaurex is used to indicate the presence or lack of presence of SA, indicate on the culture log form as “-SAX” or “+SAX”.
17. Remove the BA or ISO plates from the incubator at the 24 hour timepoint. Look at each plate to observe SA growth, using SAX as appropriate. If SA is present but culture is mixed, repeat step 16, isolating from the mixed ISO to get a pure culture. Repeat as many times as necessary to produce uncontaminated, pure SA isolates to be frozen.
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18. Once the sample is pure, follow the LV Workflow to create and print the appropriate labels from LabVantage. For a complete isolated sample, this would consist of isolates 1 - 3 + P, a bacterial culture isolate (BC) label for each and a cell lysate (CL) label for isolate 1. Using each BC sticker, label a Skim milk cryogenic storage vial, and use the CL sticker to label one Nuclease free water Cell lysate vial. Use a 10uL sterile inoculating loop to freeze half of a loop (5uL) of 1 in the labeled CL vial. Then use a 10uL sterile inoculating loop to freeze a full loop of 1 in the BC vial labeled “NS1-A-C1-BC”. Repeat this step for each additional isolated colony sample and the pool. Complete the culture log form as appropriate, circling anything left blank previously, in addition to whether a pool was frozen, how many isolated colonies were frozen, whether a CHOP CL tube was frozen, and writing in the notes section what was performed with the date, indicating clearly what was frozen. 
19. Place the storage vials in their appropriate locations in the -80 °C SPREAD freezer, looking at the map to maintain separation of BC and CL isolates. 
20. Once the entire culture log form has been completed, sign the bottom and set aside for appropriate data entry. Then file the form in the subject’s folder.
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21. To send the isolates for whole genome sequencing, utilize LabVantage to ensure all 368 samples are checked in to the appropriate box and location.
22. Use the Penn/CHOP microbiome center template to create a Metadata sheet, using LabVantage data to fill most required fields. 
23. Add additional line to metadata sheet indicating a correlated sticker, placing them in order of the CL tubes in the box. Double check that the stickers, location of vials, and metadata sheet agree. 
24. Place the sample boxes on dry ice and deliver to CHOP with the completed microbiome center sequence core sample receipt form. 
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Initial process
1. Retrieve sample sets from SPREAD drop-off bin. A complete set includes 3 copan swabs and a Culture log form with the top portion completed.
2. Using the information on the culture log form, follow the SPREAD LV Workflow to enter the samples into LabVantage and print 6 labels for each set of samples recieved. 
3. Fill out the date and time culture start field on the culture log form
4. Label  SACA plates with the “A” labels for each received sample. Label TSB tubes with the “B” labels for each received sample. 
5. Plate the Near swab on the SACA medium plate labeled “NR-A”. Use a continuous rolling motion with the swab (as if you are unrolling a lint roll) while creating a lawn, ensuring the entire swab’s surface contacts the media. Finally, use the tip of the swab to contact the perimeter of the plate. Then place the swab in the TSB centrifuge tube labeled “NR-B”, breaking off the end and sealing the tube. Place the remaining swab components (end and cover) in the biohazard bin. 
6. Repeat step 7 using the Far swab, the SACA medium plate labeled “FR-A”, and the TSB centrifuge tube labeled “FR-B”. 
7. Repeat step 7 using the Bathroom swab, the SACA medium plate labeled “BR-A”, and the TSB centrifuge tube labeled “BR-B”. 
8. Tape the set of plates together, and place in the incubator at 37 °C for 48 hours.
9. Place the TSB centrifuge tubes in the shaking incubator at 37 °C, shaking at 200rpm overnight. 
10. Place the culture log form in the back of the SPREAD binder, sorting numerically using the SPR ID number. 
SA growth process
11. The following day, remove the TSB centrifuge “B” tubes from the shaking incubator, turning off the device if only SPREAD samples are occupying. Place the TSB centrifuge tubes in a rack and then place in the 4 °C fridge in the lab. 
12. Remove the SACA medium “A” plates from the 37 °C incubator to check for SA growth. Place all plates without SA growth back in the 37 °C incubator for an additional 24 hours. The plates with SA growth may be removed and put to the side for colony isolation. 
13. For each plate with SA growth (+Cx) sub out up to 3 individual colonies and a pool sample (Consisting of every non-isolated SA colony on the plate) onto Blood Agar medium (BA) using 1uL sterile inoculating loops. Label the plates used in the following notation, with the date on the bottom: SPRCC999·NR·A·ISO1. Complete the culture log form as appropriate, circling the hours of incubation prior to +Cx, the sample that was positive (A/B), whether there is a pool, how many colonies make up the pool, and writing in the notes section what was performed with the date. If the +Cx plate is obviously mixed with other bacterial growth, this first sample isolation (ISO1) may be plated on SACA. Tape together the isolated sample and place in the 37 °C incubator until growth is seen, up to 24 hours. Place the sample plate that you isolated from in the 4 °C fridge as a “parent waiting for growth”. 
14. At 48 hours, remove the SACA medium “A” plates from the 37 °C incubator to check for SA growth. Place all plates without SA growth (-Cx) to the side for further evaluation, and repeat step 16 as necessary for each bodysite and subject with positive SA growth at this time.
15. Observe the -Cx plates and prepare a second SACA medium plate for each, labeling as following: SPRCC999·NR·B, with the date on the bottom. Remove the TSB centrifuge  “B” tubes from the 4 °C fridge. Use the “A” plate as a reference for the labeling, and finding the “B” tube. Vortex the “B” tube for 10 seconds and use a 10uL sterile inoculating loop to plate the sample onto the labeled “B” plate. If there is a set of plates for that subject/timepoint tape them together, and place in the 37 °C incubator for 48 hours. Place all unused “B” tubes back in the 4 °C fridge. Complete the culture log form as appropriate, circling the no growth, and writing in the notes section what was performed with the date (ex. “8/28/24: NR-A, FR-A, BR-A  All -Cx  B on SACA”). The -Cx “A” plates should be disposed of in the biohazard bin. 
16. At any timepoint, if there is growth suspicious of SA +, Staphaurex (SAX) can be utilized. Follow the indicated instructions in the printout, and keep stored at 4 °C. Whenever Staphaurex is used to indicate the presence or lack of presence of SA, indicate on the culture log form as “-SAX” or “+SAX”.
17. Remove the BA or ISO plates from the incubator at the 24 hour timepoint. Look at each plate to observe SA growth, using SAX as appropriate. If SA is present but culture is mixed, repeat step 16, isolating from the mixed ISO to get a pure culture. Repeat as many times as necessary to produce uncontaminated, pure SA isolates to be frozen.
Freezing
18. Once the sample is pure, follow the LV Workflow to create and print the appropriate labels from LabVantage. For a complete isolated sample, this would consist of isolates 1 - 3 + P, a bacterial culture isolate (BC) label for each and a cell lysate (CL) label for isolate 1. Using each BC sticker, label a Skim milk cryogenic storage vial, and use the CL sticker to label one Nuclease free water Cell lysate vial. Use a 10uL sterile inoculating loop to freeze half of a loop (5uL) of 1 in the labeled CL vial. Then use a 10uL sterile inoculating loop to freeze a full loop of 1 in the BC vial labeled “NR-A-C1-BC”. Repeat this step for each additional isolated colony sample and the pool. Complete the culture log form as appropriate, circling anything left blank previously, in addition to whether a pool was frozen, how many isolated colonies were frozen, whether a CHOP CL tube was frozen, and writing in the notes section what was performed with the date, indicating clearly what was frozen. 
19. Place the storage vials in their appropriate locations in the -80 °C SPREAD freezer, looking at the map to maintain separation of BC and CL isolates. 
20. Once the entire culture log form has been completed, sign the bottom and set aside for appropriate data entry. Then file the form in the subject’s folder.
Sequencing
21. To send the isolates for whole genome sequencing, utilize LabVantage to ensure all 368 samples are checked in to the appropriate box and location.
22. Use the Penn/CHOP microbiome center template to create a Metadata sheet, using LabVantage data to fill most required fields. 
23. Add additional line to metadata sheet indicating a correlated sticker, placing them in order of the CL tubes in the box. Double check that the stickers, location of vials, and metadata sheet agree. 
24. Place the sample boxes on dry ice and deliver to CHOP with the completed microbiome center sequence core sample receipt form. 
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