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Enterics Laboratorv Results
Preliminary Report

Swedish Edmonds Hospital

Attn: Microbiology Lab ‘ Phone: 425-640-4129
21601 - 76th Ave W Fax: 425 640-44951
Edmonds WA 98026

Patient ID: 60004221429 PHL Sample #: WAD687014
Patient Name: Lowe, Nicholas A Report Date: 11/28/2021
Patient Address: 6406 Augusta Crt , Mukilteo WA 98275

Patient County: Snohomish Collected Date: 11/24/2021
Physician or Referring Submitter: Received Date: 11/29/2021
Date of Birth: 07/21/1589 Date of Onset:

Age: 32 Years Test Reason: Diagnostic
Sex: Male Specimen Source: Stool
Submitter Lab #: 21-328-13683 Specimen Type: Stool - Broth

Test Requested: STEC

Test Description: Result: Result Date:
Alere Shiga Toxin Quik Chek STX 1-, STX 2+ 11/29/2021
EIA

Comments:

CONFIDENTIAL: The confidentiality of the information in this report is protected by state law
which prohibits any further disclosure without the specific written consent of the perscn to
whom 1t pertains, or as otherwise permitted by state law.
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Enterics Laboratorv Results

Final Report

N\

Swedish Edmonds Hospital

Attn: Microbiology Lab Phone: 425-640-4129
21601 - 76th Ave W Fax: 425 640-4491
Edmonds WA 98026

Patient ID: 60004221429 PHIL Sample if: WAGG697014
Patient Name: Lowe, Nicholas A Report Date: 12/02/2021
Patient Address: 6406 Augusta Crt , Mukilieo WA 98275

Patient County: Snohomish Collected Date: 11/24/2021
Physician or Referring Submitter: Received Date: 11/29/2021
Date of Birth: 07/21/1989 Date of Onset:

Age: 32 Years Test Reason: Diagnostic
Sex: . Male Specimen Source: Stool
Submitter Lab #: 21-328-13683 Specimen Type: S5tocol - Broth

Test Requestedf STEC

Test Description: Result: Result Date:
Alere Shiga Toxin Quik Chek STX 1-, STX 2+ 11/29/2021
EIA

Test Description: Result: Result Date:
E. coli Confirmation Escherichia coli 0121 12/02/2021

E. coli confirmation includes the utilization of culture methods for isolation, biochemicals for
genus and species level identification and latex immunoglobulins for serotype identification,

Flagellar antigen identification is performed using antisera.

Comments:

DISCLATMER: This test was adopted and its performance characteristics determined by the WA State
PHL. It has not been approved by the FDA. Results are for infection control and epidemiological
purposes and should not be used as the sole means for clinical diagnosis or patient management.

CONFIDENTIAL: The confidentiality of the information in this report 1s protected by state law
which prohibkits any further disclosure without the specific written consent of the person to
whom it pertains, or as otherwise permitted by state law.



21-326-13kdd

] i LOME, HICHOLAS

’ Washington State Departens of

Health

Public Healrh Laboratories

Please Prmt Clearly

State of Wahington R ) FOR PHL USE ONLY -
' Dﬁ%nthnent of Health “%m ' '
PUBLIC HEALTH LABORATORI
il Ry
Shoreline, Wnshington 98155-97 3
Fhone: (206) 418-5400 2ehova Jur Lowe, NfChuras L tived
Fax: (208) 364-0072 S R Gollected Dae. 1142
MTS #1327 CLIA#50D0661453 Emeession Date; Hizesn
fc
www.doh.wa, gov/phlfoxms o
MICROBIOLOGY o J

NAME (LAST) v ]
LD /

]

/,C H,0, z.Afg

%

4

=

ADDRESS

406 AuGUSTA

6;27“/ ./

]
L

-
N

ATTENTION: (SteInstructions on Reverse Side of Form) |
L ® BACIERIOLOGY () MYCOBACTERIOLOGY (XB)

(@] MOLECULAR DIAGNUSIS/PCR O PARASITOLOGY
SPRCIFICAGENTSusPECTED: L cold ¥ =‘2 '

v

M ierolioloty

(4250 gyp-ir1 2.9

MATL RESULTS TO: i

o iﬂf@bfpi«:ﬁ 3'}; ab
SwadishiEcmonds

Hesapital K i-

] §
o ,*2 GO f&’:"fh lande .
RO e e B Yeneie
CITY, $TATE, . - .:ﬁgt}%gﬁtj*ﬂr% A_J‘.:‘:.Ti"w\. \
§ ZIPCODE: T o AT N
COUNTY ,
AREA CODE £ PHONES AXE «}//

SPECIMEN IS FROM

@ SMNGLECASE (D CONIACT (O OUTBREAK (3 CARRIER

SUSPECTED SOURCE OF INFECTION:

bt

o)

Q

8 TRAVEL RISTORY (CONTINUE TRAVEL HISTORY I COMMENTS, IF HECESSAKY)

E (O FOREION (O ' USA MO | DAY MO DAY

& |!|f|n|lml1||lz|:|
a MO DAY, MO DAY

B Ll bl d T ]

v
smm o / ZIPCODE /. DATE MO DAY YR s e O AM
é ML(K/L/T‘CO/ \9’82_;25—‘/ COLLECTED |I, l 1&{ I 202’ v OFDAY ?."-38 @ M
Al | MALE FEMALE ,:5A'r,nov DAY COUNTY v DATE DAY YR O AM
® o7 IQ ?l 2,1 ] 19 lglp . ohoncish ¥ ‘ OF ONSET | ” Izq I ?_oe./ opoRY R ﬂ@pu
CHART OR PATTENT ID NUMBER DATE SENT DAY FATALT. :
/6 000HT HRY wen | 1 | 24 |202 Oves _gro
'C!..TN!CIAN (ELNC!A)N'S PHONB#- SUBMITTER'S LAB NUMBER: M 3 2 8 —12 6 8 3 /;/
‘ © BLOOD O o5 ﬁ SPUTUM O BRONCHIAL WASH
NAME OF PERSON COMPLETING THIS FORM | PHONEF f ;
O sorum @sT00L VY O RECTALSWAR O URINE

A SPECIMEN INFOR

O THROAT €O GASTRIC D URO-GENMTAL < NASOPHARYNGEAL

WOUND
<o (STTE) O FLUID (SPECIFY)
O TISBUR (SPECIFY) © oTHER (SPECTEY)

HAYE SPECIMENS FROM THIS PATIENT BEEN SUBMITTED PREVIOUSLY? } CO YES ONo
1 THIS REQUEST INVOLVED IN A MEDICAL-LEGALSITUATION? (O YES <O NO

PLEASE. ATTACH YOURTESTRESULTS 1 AT T ACH E D

S?EC]MEN SUBMITTED 15: >

@ DRIGINAL MATERIAL () PURE iSOLATE O MDED lSOLAI'E
MEDIA USED FOR SUBMISSION

OF SPECIMEN (SPECIFY): MAC BE/Q 77 /5/ /

LABORATORY EXAMINATION REQUESTED:
O SMEAR O CULTURE O NAAT R

© MOLECULAR DIAGNDSIS/FCR @ mmmcmowconmumon
OPFGE O SEROLOGY (O ANTIMICROBIAL SUSCEPTIBILITY
¢ OTHER (SPECIFY) (

TREATMENT . DATE BEGUH DATE ECOMPLEIED

DRUGS USED MO . DAY, MO |, DAY

IJI!IIHILLIf!ml

VACCINATION HISTORY

COMMENTS

/|I|I!I|I|Llllf‘|¥lll

o AOR PHL USE ONLY

f R O SV SRR TS L (qu/ i
. )
F‘ ﬁ colst 2] SHz /@a’&j&f
3“%‘ ;zlz{m?’d

£

DOH 302013 (05/2018)

Datefl‘imeRepoxt'ed: Q - @,{M'(‘TL,@J?,QZ{@ {2y
; T w p— e



Page 1 of 1

{_.OWE, NICHOLAS ALEXANDER Location: SEDED
MRN: 80004221429 Acct: 10391911413 Admit Date: 1112412021
DOB: 7/21/1989 AGE: 32 years  SEX: Male Discharge Date:  11/24/2021
Patient Phone:  (425)931-2515 Physician: ROSS PA,KATHERINE BLISS
Consulting:
] Microbiology a
Procedure: C Bact Stoo! Collected: 1172412021 19:30 PST
Source: Stool Received: 11/24/2021 19:49 PST
Body Site; Stool Started: 11/24/2021 19:49 PST
Free Text Source: Accession: 21-328-13683

PRELIMINARY REPORT
Verified: 11/26/2021 07:31 PST

No E coli 0157 isolated

STAIN REPORT
Verified: 11/25/2021 16:18 PST
Shiga Toxin 2 detected.

Ordering Physician:

ROSS PA KATHERINE BLISS

Legend: L=Low H=High C=Crilical X=Corrected A=Abnormal *Interprefive Data RC=Result Comment OC=Order Comment <>=Performing Lab

Alf testing performed by Swedish Edmonds Main Lab unless otherwise specified. Alan C. Boudousquie, M.D., Direclor

21601 76th Ave West Edmonds, WA 98026

LOWE, NICHOLAS ALEXANDER

60004221429

CLIA#: 5000629863

Page 1 of 1

Printed: 11/26/2021 10;26 PST
Request [D: 23733519



FilmArray® | - $ .
BIOSSFIRE
Gl Panel |

A BIOMERIEUX COMPANY

www.BioFireDx.com

s g e
| LONE, HICKOLAS ALEXAHDER »
2132813538A SED ED - 32 Y M 24Nova1 193¢
Clostridium difficile toxin A/B mm”“ ”" Im N l ’
Shiga-like toxin-producing E. coli (STEC) stx1/stx2 21-328-13 A
; v STO0L PATH . =
- 589, 0008 iar i ; . e
e e BRSO Lo i SRobioLog
|~ Not Detected Campylobacter
+ Detected Clostridium difficile toxin A/B
Not Detected Plesiomonas shigelloides
Not Detected Salmonella
Not Detected Vibrio
Not Detected Vibrio cholerae
Not Detected Yersinia enterocolitica
Diarrheagenic E. coli/Shigella
Not Detected Enteroaggregative £. coli (EAEC)
Q NA Enteropathogenic E. coli (EPEC)
Not Detected Enterotoxigenic E. coli (ETEC) /st
v Detected Shiga-like toxin-producing E. coli (STEC) six1/stx2
Not Detected E. coli 0157
Not Detected Shigella/Enteroinvasive E. coli (EIEC)
Parasites
Not Detected Cryptosporidium
Not Detected Cyciospora cayetanensis.. .
Not Detected Entamoeba histolytica
Not Detected Giardia lamblia
Viruses
Not Detected Adenovirus F 40/41
Not Detected Astrovirus
Not Detected Norovirus GI/Gtl
Not Detected Rotavirus A
Not Detected Sapovirus
Gl Panel v2.1
Completed
47266941
232821

Senvt [\ O
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Appraved and current, Effective s« .-iig 6/14/2021. 69790.1711 (version-1.2) Shiga-toxin pro. ,.fing Escherichia coli Work Card

1150 '§K % E 011 | i
Shiga-toxin producing Escherichia coli Work Card solate["} \l“ﬂlﬂ“flﬂ ﬁlﬂ%m\ﬂmﬂlﬁ
- WA0697014
Submitter ‘, o - Lowe, Nicholas
L Sieedess Sl e Sy vz g A/ Br Oﬁ’,z Collected Date: 11/24/2021
== ' Accesslon Date: 11/26/2021
Submitter Result  stx detected stx 1 \599 Q157 ETMD Enterlcs
Direct Shiga Toxin GN Enrichment Shiga Toxin Direct RIM 0157 {from submitted isolate)
STX1 STX2 Initials Date STX1 STX2 Initials Date RIM 0157 | Control Initials Oate
— - L \plrirzi
Direct Plating
Colony ID SMAC TS!/Urea {| calony 1D TC-SMAC TSt/Urea || colony ID | Rainbow wf Antibiotics| TSI/Urea
H | sors - eatrr< | ppitv- ety st B greg et Voma
‘;(z‘/‘f) r ))/ P /25}‘/’«:‘ SR T 5y )’" ‘. L s -
[N S ' d- /"QI—L’\: Rz (£ L L/‘h_?
oty Enrichment Plating
“Colony ID GN SMAC T5i/Urea || colony ID GN TC-SMAC TSI/Urea || Cotony iD | GN Rainbow w/ Antibisties| TSI/Urea
Shiga Toxin
Colony ID ST¥1 STX 2 Initial/date{{ Colony 1D STX1 STX2 [initial/date]| Colony ID STX1 S5TX2 fnitial/Date
/
' 1LYy
Biochemicals MALDI-ToF Identification
Colony ID B Colony ID Gram Stain MALDI (D - MALRS Scare | Initials/Date Lead Rev! ew
Dextrose |  Ad [ PN ool 2.50 Ja -ty M
Lactose A .
Maitose
Mannitol A
Sorbitol Gram $1ain: GNR =ﬁram Negalive Rod, GPC = Gram Pasitive Coccl
Adonital Colony ID E. coli Serotyping
Salicin B
Mucate + Test Result  [inhtials/oate]  Test |  Result | Initials/Date
indole £ Prolab Latex Agglutination Remel RIM 0157 Latex Agglutination
Motility -+ S 0% — RIM 0157
.st ~— Zii — . Control
Citrate — 2 /27 2
MR 145 —— H7
vp o121 - STIM 31
Lysine + 045 —_ Control
Arginine Control — STIM #2
Ornithine — Controf
Control — STIM #3
Mini-blochemical panel is belded and italicized. Control
. . n Lead Initlal
Comments Results Analgs:)l;l:ala d ::d [:latt:
Ran RIA K o BAP e ‘
. ’ . . S ‘
WA g 7013 RTACIST =, (oo~ Preliminary {/f{ S D A 3 4 - :
! / sz anyaig
g j2-2- 2 ~ ’ I
Interim
&g
Final f cole O)12H 12420 2 %
|?»{2¢"Q,§Llr

Blank copy 5692579. Last reviewed on 1/28/2021. Printed on 10/29/2021 11:56 AM (PDT). Page 1 of 2



Bruker MBT-CA )
Run Results Report :

Run Info:
o

‘Run Identifier: 12022021-105405-CA-1811005486
Comment:

Operator: ca-user@DOHIWK 150502

Run Creation Date/Time: ©2021-12-02T10:56:02.489

Number of Tests: ‘ 18

Type: Clinical Application

Qc: . passed

QC Position: BTS3:0

L

Result Overview

For organism identifications reported in blue, refer to "Organism Identification Hint Table" section located in the
reference library package insert for fwrther information.' '

Posfion |  TestOrganismiabel | Organismlidentiiication | 1°gf2ERe)
BTS3 v bts ~ Escherichia coli ¥
BTSO ¥ bts * Escherichia coli ¢
BTS4 +~ bts ~ Escherichia coli =

Al ~ Blank - No Identification .-

Alv S. aureus 6358 « Staphylococcus aureus v

o :

A3 S. aureus 6358 ¥ Staphylococcus aureus

A4Y S. maltophilia 13637 -~ Stenotrophomonas maltophilia s

AS - S. maltophilia 13637 ~ Stenotrophomonas maltophilia

A6~ 6970134 Bscherichia coli v
Result overview table--continued on next page

Rannrt rrastad ot 2021_42.09T14-NR-112 in Vites Niarnactis Pana 1 ~F 2
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wed and current. Effective starting 1/28/2021. 69790.1808 (version 1.0) MALDI-ToF

sheet

MALDI-TOF Worksheet

<
Initials/Date: LU-/ 12+2v2l BTS Lot/Exp. Date: 70 3 e 21005/ /-3/-22 v
Barcode: igll 66 SY 5L ve Matrix Lot/Exp. Date: 7 pz 032 ocﬁ!o/ J2-7-21
Al A2 | A3 A4 | A5 A6 | A7 A8
B}C"“A _< v oeud 635—‘3’ Sm&/@*?'&‘ /3637 6?7013/“\ 6'97%5078 6975@3/‘4
B1 + B2 | B3 B4 | BS B6 | B7 + B8
6%53%« 6970143 | LI73TIA |£97353B |69 8272A |£9€2734 | 59 82734
c1 e RS G| o7 cs
/dD)
D1 D2 | D3 \Sétg D6 | D7 D8
1 E1 E2 | E3 E4 | ES E6 | E7 E8
s G
F1 K_/ F2 | F3 F4 | F5 F6 | F7 F8

Comments

Blank copy 5793536. Last reviewed on 1/28/2021. Printed on 11/22/2021 10:16 AM (PST). Page 1 of 1

Lead/Supervisor Initials @ : Date: ilaia // 02




Run Ildentifier: 12022021-105405-C* 1.‘811005486
)

Run C~ ‘?tion Date/Time: 2021-12-02T10:56:02.489
) "

Result overview table--continued from previous page
PTc')asri?i?Jtn Test Organism Label Organism ldentification
AT v 697407B , Escherichia coli .
A8 697503A Escherichia coli
Bl v 697534A ¢ Escherichia coli v
B2 « 697014B ~ Escherichia coli +
B3 v 697351A v Escherichia coli +~
B4 ¢ 697353B ¥ Escherichia coli
BS ~ 658272A - Salmonella sp
B6 » 698273A ¥ Salmonellasp
B7 v 698275A ¢ Salmonellasp .~

Ronnrt rraatad at 2024.42.N2T11:NR:12

In Vlitra Diannnctic

log(score)
Value

Pana 2 nf 2



Anproved and current, Effective starting 11/23/2021. 69790.2618 [version 2.4} WGS worksheet with BloNumerics QC and TECAN indexing

Blank copy 5844357. Last reviewed on 10/8/2021. Printed on 12/3/2021 7:24 AM (PST). Page 1 of 18

. Miseq Run Set—up - L
Run ID: WAPHL- M5916 211203
Library Prep Date: 12/3/2021
Library Prep Technician: GM
Sequencing Kit Type/Chemistry 500cv2
Sequencing Date: 12/3/2021
Sequencing Technician:]| . . GM

Transfer data to Z\COMNMMON\WGS\CONF

Check WGS tracker for accuracy and completeness

BN Analyst: Update REPEAT tab for accuracy and completeness

Update Reagent Tracker {’,? ﬂ/}
Confirm all samples meet coverage v L'/
Cluster Density P_as:“) Fail ’{)3:’ £
Clusters Passing Filter f&/ Fail Dl’f(:,

Q30 ( pa;;)/ Fail

BioNumerics 7.6.3
NCBI Uploader 2.3
PulseNet Client 0.85
PuiseNet WGS Tools 1.3

Analysis S}g}tware

@\M

wysf"ﬁew ew

X (/’,/l Mml 2O 120,

AMD Lead or S\fperwsor Rev fw

X /’?"/V] Jh;((/{ qald 1L T

BioN umeracs/Reﬁw’ew

—
“J
.-'-'--.a—-
1‘--‘__'-—-.‘

b7)

Serotyping Review

Veﬂficau@ﬁ\fer« cl
Lot # 2-05501:,1 D IV\([-W‘{{

Reo'd Date: 2924 . o7
(Exp Dater 2622, 0. :%p

ass JFall

-

i‘ " Please include all worksheets marked with pinl in the report packet




Key FirstName Genus IsolatDate LabiD
WAQ697014 Nicholas Escherichia 11/24/2021|WA
Other Lab Number Quthreak Passed_QC Pathotype LastName MLST_ST
21-328-13683/60004221429 {POB2112MLEXK-1 Passed QC STEC Lowe ST655
PatientAgeYears PatientSex PulseNet_UploadDate |ReceivedDate |SequencerRun_id

32|MALE 12/6/2021 12/2/2021|WAPHI-M5816-211203
Serotype Serotype_wgs SourceCity SourceCountiry |SourceCountryState SourceCounty
E.coli0121 0121:H19 Mukilteo USA USAIWA Snohomish
SourceSite SourceState SourceType Species SRR_id Toxin_wgs
Stool WA Human coli SRR17148975 stx2a
WGS_id Allele_code NCBI_ACCESSION Toxin_wgs
PNUSAEQ90854 EC1.0-18.1.14.38.16 [SAMN23709422 stx2a




Approved ond current. Effective starting 11/23/2021. 65750.2618 (version 2.4) WG5S workshaet with BioNumerics QC and TECAN indexing
Blank copy S844357. Last reviewed on 10/8/2021. Printed on 12/3/2021 7:24 AM [PST). Page 8 of 18

RunMName| . .- WAPHE-MSS26-211203 =i - Run Number| .0 544 .00
MiSeq Run Start Date| 70 oo 12/3/2021 R Technician[.. o GM
MiSeq Reagent Kit T BODEVR [ Copy values from
Text
Recommended Cluster Density Recommended Q30 % - Ensure samj
{K/mm#2) Clusters Passing Initial Dilt
v2, Nano, Micro v3 v3, 600c v2, Nano 300¢ vz, Mitro Filter Estimated Yield {Gb) 17 all colis are filled
600-1200 1200};560 70 75- 80 >80% / A
o Matee: s w0 | e BASOR e e e e oeraries
Minimum Coverage: Es¢herichia/Shigella Salmonella Listeria Campylobacter Vibrio
PulseMNet/FDA 40X 30X 20X 20X 40X
Coverage (if
.o MSR/MCS v 2.6
z]i‘:tz Index Number State Key Project Index 1 (17} Index2(5) | Read?;ff"“ﬁe‘*‘ |, prReass | Total#ofReads [ O earlier) | tayonomic ID/Description
/yezsavo,w " Default . TAAGGCGA | GTAAGGAG | 81286 7 37121784 Vi am74s1. | - .150.87 Salmonelia_enterica
* WADEIE367 Defalult CGTACTAG GCGTAAGA 5,718% 37121784 2494176 - 12471 Escherichia_coli
yADG%BSS Default AGGCAGAA ACTGCATA 8.3268 37121784 3091057 - 154.55 Salmonelia_enterica
A0B56463 Default - GGACTCCT TATCCTCT 8.149¢ 37121784 3025388 151,27 - Salmoneliz_enterica
WA0B97088 ’ Defalult TAGGCATG CCTAGAGT 5.4892 37121784 2037689 . 10188 Salmonelia_enterica
;}IAOSB% 63 Default CGAGELTG TTATGCGA 8.543 37121784 3171314 158.57 ' Salmoneliz_enterica
> WADEIE4TC Default AAGAGGCA TCEALCTAG 7.124 37121784 .. 2644556 : 132.23 Salmonelia_enterica .
—Aa0695321 Defalult GCTCATGA CGTCTAAT 7.2006 - 37121784 2672891 . 133.65 . Salmonellz_enterica
—WADG36365 Default CGTACTAG ACTGCATA 3.7044 / 37121784 | 1375139 - 68.76 Salmonellz_enterica
A’AOGBSBEZ . Default - AGGCAGAA GTAAGGAG 4.454 37121784 {_1668253 b B34 Salmenella_enterica
N ADEOG4E7 © Defalult TAAGGCGA GCGTAAGA 4.1411 37121784 1537250 s 7686 Salmonelia_enterica
(/ﬁA0697014 Default CTCTCTAC TATCCTCT 47607 37121784 - 4767357 B8.36 ' Escherichia_coli
ADB97351 Default GTAGAGGA CCTAGAGT 4.4165 37121784 1639484 . -.f . . --8197 - Escherichia_coli
IAD657353 Defalult AMGAGGCA CGTCTAAT 4.3748 37121784 . 3624041 .. -oB1.20 . Escherichia_coli
%ADSBSZ?Z . Default GCTCATGA TTATGCGA 3.663% - 37121784 . 1360105 . ... BB.OL Salmonelia_enterica
’ ./'WA0698273 Default CGAGGLTG TCGACTAG 3.7344 / 37121784 1386276 69.31 salmonella_enterica |
WAD698275 Defalult AGGCAGAA GCGTAAGA 3.847 37121784 1465197 73.26 Salmonelia_enterica
Estimated genome sizes by Genus (spectes) in bp
Salmonella 5000000
Escherichia/Shigella ) - 5000000
Listeria 3000000
Campylobacter 1600000 ;
vibrio parahaemolyticus 5000000 i . f
Vibrio vulnificus 5000000 ~
Vibrio cholerae 4000000




Approved and eurront, Effective starting 1/23/2021 65750,2618 (version 2.4} WGS workshget with BleNumerlcs QC and TECAN indexing
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[Header}
{EMFileVersion
Experiment Name
Date
Workflow
Application
Instrument Type
Assay
Index Adapters
Chemistry
{Reads]

251
251
{Settings]
ReverseComplement
Adapter
[Data]

Sample_ID

DPC25370_544
WADB36367
WAQE96358
WADBI6463
WAQEI708E
WADBI6363
WACG96470
WAO596321
WADG96365
WAOB95382
WADG3E467
WADS37014
WADGS7351
WAOB37353
WACB9E272
WAOG98273
WAOS98275

5
WAPHL-MS5916-211203
12/3/2021
GenerateFASTQ
FASTQ Only
Miseq
Nextera DNA Flex

Jextera DNA CD Indexes (96 Indexes plated)

Amplicon

Q
CTGTCTCITATACACATCT

Sample_Name

DPC25370_544-WAPHL-M5916-211203
WAQE96367-WAPHL-MS5915-211203
WADE96358-WAPHL-M5516-211203
WACSI6463-WAPHL-MS5516-211203
WADES7088-WAPHL-M5916-211203
WAOE9E363-WAPHL-MSE916-211203
WADESE4T0-WAPHL-MS916-211203
WAQE56321-WAFHL-MS5916-211203
WADG96365-WAPHL-MSS16-211203
WADBS5382-WAPHL-M5516-211203
WADE96467-WAPHL-MS816-211203
WADE97014-WAPHL-ME916-211203
WAQS9T351-WAPHL-M5516-211203
WAQE97353-WAPHL-ME916-211203

" \WAOG98272-WAPHL-M5516-211203

WAOB98273-WAPHL-M5916-211203
WAQEY8275-WAPHL-M5916-211203

Sampie_Plate

WAPHL-M5916-211203
WAPHL-MS5516-211203
WAPHL-MS5516-211203
WAPHL-MS816-211203
WAPHL-M5916-21.1203
WAPHL-MS816-211203
WAPHL-M5916-211202
WAPHL-MS5916-211.203
WAPHL-MS816-211203
WAPHL-M5816-211203
WAPHL-M5816-211203
WAPHL-M5918-211203
WAPHL-M5916-213203
WAPHL-M5916-211203
WAPHL-M58156-211203
WAPHIL-M5816-211203
WAPHL-M5215-211203

Sample_W
eff
ADL
B0
coi
Dol
ECL
oL
G0t
HOL
AG2
802
£02
Doz
£02
FC2
GOz
Hoz
AQ3

Index_Plate_
Well
AQL
BO1
o1
0oL

EO%
FO1
&G0L
HOL
AQ2
BOZ
coz
Doz
EO2
Foz
02
Ho2
AQZ

17_jndex_ID

H701
H702
H703
H705
HJ08
H710
H711
H714
H702
H703
H701
H707
H71i2
H71l
H714
H710
H703

index

TAAGGLGA
CGTACTAG
AGGCAGAA

CGGACTCCT |

TAGGCATG
CEAGETTG
AAGAGGCA
GCTCATGA
CGTACTAG
AGGCAGAA
TAAGGCGA
CICTCTAC
GTAGAGGA
AAGAGGCA
GCTCATGA
CEAGGCTE
AGGCAGAA

15_index_iD

H505
H517
HEOB
H503
Hale
HS22
H512
HS10
H506
HS05
H517
H503
H516
H510
H522
H513
HS17

indexz

GTAAGGASG
GCETAAGA
ACTGCATA
TATCCTCT
CCTAGAGT
TTATGCGA
TCGACTAG
CETCTAAT
ACTGCATA
GTAAGGAG
GCGTAAGA
TATCCTCT
CCTAGAGT
CGTCTAAT
TTATGCGA
TCGACTAG
GUGTAAGA

Sample, Project

WaitingferQC
WaitingforQQ
WaitingforQC
WaitingforQC
WaitingforQC
WaitingforQC
WaitingforQC
WaitingforQC
WaitingforQC
WaitingforQC
WaitingforQC
WaitingforQC
WaitingforQC
WaitingforQC
WaitingforQC
waitingforQC
WaitingforQgC

Description

Salmonella_enterica
Escherichia_coli
Salmonella_enterica
Saimonella_enterica
Saimonelia_enterica
Salmonella_enterica
Salmonella_enterica
Salmonella_enterica
Salmonella_entarics
Salmonelfa_enterica
Salmonelia_enterica
Escherichia_coli
Escherichia_goli
Escherichiz_coli
Saimenella_enterica
Salmonetia_enterica
Salmonella_enterica
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i Pre-Sequenting AnalystQC. - ©

Initial

Comments

Nextera DNA Flex Library Prep Box filled out cerrectly

Sample Sheet auto-populated correctly

-~
Poo! concentration {Qubit va[ufe‘:ngjul): 3.5
Tapestation]n\sg:f?: size (bp): 599
Molarity {nM} = (cone x 10"5)/(660g/mofih‘x‘_§nsert sizeh 8.85
Volume of ibrary pool to ditute{ul} = M) -(4;ih[_i){50ul): 22,59
Volume of RSB 1o dilute{ul) 7‘50 -volume Sf‘pool:

27.41

Indexes match between plate map and SampleSheet

" Now hiave 500L of 4nM pooled libearies -

N

" Reloaded Runs Only: prep box and sample sheet updated

“Afd 990ut.of HT1 = Z‘apM Gbrary pool

. SuL of 4nM pooied Rhraries + Sul. of NaCH. incubate for 5 mmutes. :

kN -

Computer has adequate drive space

Confirm correct sample sheet uploaded to D:/ or MiSeq

Prestart surmary screen: MiSeq run is correctly named

Prestart summary screen: Correct number of cycles assigned

. --"E'LotNEIHiBEfS' ._ R

E " Dilute 20 p library pool to final {oadingconcentration
Desired Final Loading concentration (10 pM to EO«E_Q';!): 17
Volume of 20pM library poot (lilb) : 250
Volume of HTZ bufferfuly:| 150
D-Iute PhiX 1o final load:ng concentratlon :
Desired final PhiX cencentration (10 pM to ZprM} 17
PhiX spiked concent;atgon (%) 1
Available diluted PRiX volume + e¥tya (uL): 1
Volume of 20pM PhiXTuL}: 9.35
Volume of HTL uffer {ul): 165

Equipment QC i
Heat Block ID: E-95
Denaturation temperature: 96°C
E-87

‘thermal Cycler 1D:
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1 H 3 10 11 12
DPC25370_544 |  WADG96365 WAOBI8Z75
A
AD1 AQ2 AQ3
WAQG96367 WADE95382
B
BO1 BG2
WADG36352 WAB96467
c
Co1 coz
WAO656463 WAOE37014
b
Do1 Doz
WAO697088 WADBI7351
3
EOL EQZ
WADE96363 WA0E97353
F
Fol FO2
WAQGI6ATC WAQ698272
G
GO1 G02
WA0696321 WA0638273
H
HO1 o2
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Library Preparation Using lHlumina DNA Prep {1 of 2)

Tagmentation .sl
1]Quantify DNA on Qubit and record on worksheet, il
21Bring BLT & TB1 to reom temperature (BLT from fridge & TB1 from freezer). Put EPM {from freezer) in fridge. Allow RSB, TSB, TWB and indices to come to room temp.
3{Add H20 to 96 well plate {Column G on workbook).
4{add DNA to sample wells {Column H on workbock). Total volume for DNA + H20 should be 30ptL.
S{Vortex BLT for 05 (ensure suspension). :
6|Prepare tagmentation master mix. Volume (pL)
) # of samples {plss 2): ’ 19

Volume of BLT 190

Volume of TB1 190
7 [Vortex master mix well. Deposite master mix Into appropriate reservoir.
8|Add 20ul of tagmentatlon master mix to each sample weli using multichannel.
0{Pipette to mlx [set pipet to 25l - Tatal volume 50pi).

% 10|Seal the plate with Microseal B or equivalent. @

@ Incubate the plate at 55°C for 15 minutes, followed by 10°C hold {"Flex Tagment™} {volume = 50 ul) e
Post Tagmentation Clean Up k

12]Check TSB for precipitates {if present, warm at 37°C for 10 minutes & vortex). Aliquot TSB into stripe tubes.

13|After “Fiex Tagment"®, add 10ul of TSB to sample wells,

14|Plipette gently to mix {set pipet to 30pkL - Total volume &0pL). Seal plate with Microseal B or eguivalent.

15 Incubate at 37°C for 15 minutes then hold at 10°C [*Flex Post Tag") fvalume = 60 pl).

16|Place on magnet for 3 minutes {or until clear), -

-17|Use multichannei pipet to remove and discard supernatant,

18|Remove from magnet & add 100ut TWB directly to pellet.

19lPipette gently untl! fully suspended, aveid foaming. If difficult, spin‘down In plate centetfuge. Then resuspend.

20|Place back on the magnet for 3 min {or until clear),

21{Use multichannel pipet to remove and discard supernatant.

7 22|Remove from magnet & add 100l TWB directly to pellet:

23|Pipette gently until fully suspended, avoid foaming.

K 24{Place back on the magnet for 3 min (or until clear).

25[Use multichannel pipet to remove and discard supernatant.

26tRemove from magnet & add 100uL TWS directly to pellet. Resuspend, avoid foaming. 1

j 271Place back on the magnet. Leave pellet submerged in TWB while preparing PCR master mix,

Amplify Tagmented DNA

iy
-

(5l

~J

[=:]

=]

28|Ensure EPM and Indexes are thawed,

29{Briefly centrifuge indexes before use.
30iPrepare PCR master mix, Volume {ul)
# of samples {plus 2); 19
Volume of EPM 380
Valume of H20] .- 380

31[Vortex & spin down the master mix

32 Aemove the TWB from the samples {still on the magnet). *
33|Remove excess TWB with small-volume pipet,

34 Remove from magnet and immediately add 40plL of PCR master mix, rinsing over the heads. Cover with seal and spin down,
35]Once the pellets are covered by the master mix, mix by pipetting up and down gently.

36 |Add 10pL of primer mix to each sample (96 well plate, each weil contains enough primer mix for one time use).

37 |Mix a minimum of 10x {set pipet to 30uL).

38|Seal the plate carefully, especially outer wells, and run the "Flex Ampiify" program on the thermat cycler. {volume =50 ul)
39|Remove the plate and centrifuge for 1 min at 280xg

Muay siop here and store at 2 - 8°C for up fo 3 days
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Library Preparation Using lllumina DNA Prep (2 of 2)

Clean up Libraries

40

Ensure SPB and RSB are at room temperature.

4

h

Place spun-down PCR plate on magnet for 5 minutes {or until clear].

42

Transfer 45pl of supernatant to new MIDI plate .

43

Rermove PCA plate frorm magnet and discard.

4

L

Vortex & invert SPB several times ensuring resuspension.

4

un

Prepare SPB master mix. Volume {ut}

it of samples (pius 3): 20

Volume of SPB 816

Volume of H20 884

46

Vartex SP8 master mix well & add 85pl to each sample well of MIDI plate from multichannel reservoir.

4

~

Cover with plate seal and plate shake for 1 min @ 1600 rpm,

4

22

Incubate at room temperature for 5 minutes

4

[E=]

Place on the magnet for 3 minutes {or until clear).

50

During the incubation, vortex the stock 5PB thoroughly,

5

[y

While on the magnet transfer 1250k of superaatant into new MID! plate, or new wells on same MIDI plate.

52

Remova fram the magnat and add 15ul of stock SPB into wells containing supernatant.

53

Piate Shake 1 min @ 1600 RPM.

5

-

Incubate at rcom temperature for 5 minutes,

55

Ditute fresh 80% F1OH (& mL F1OH + 2 ml molecufas water is enough for 28 samples.)

56

Place an magnet for 3 minutes {or until clear).

57

Remaove & discard supernatant.

58

Add 170t of 0% EtGH and incubate for 30 seconds.

58

Pipet ta remove the EtOH.

80

Add 170pi of 80% EtOH and Incubate for-30 seconds.

b1

Pipet to remove the ELOH,

62

Remove excess EtOH with small-volume pipette if present. Examine bottom of wells 1o see reflection of light to determine EtOH absence.

63

Allow beads to air dry for 5 minutes.

64

Remove frorm magnet & add 328 of RSB.

65

Plate Shake 1 min @ 1600 RPM.

66

Incubate at room temperatuse for 5 minutes,

67

Piace back on the magnet for 3 minutes {or until clear).

68

Transfer 30pL of the supernatant to new weils, new plate, or new strip tubes,

Moy stop here, store at -25C to ~15C for up to 30 duys

Pooling Libraries

63

Pool 5l of each sample column into an empty column. Then pool the pooled cojumn into a microcentrifuge tube, Lakel tube as "PAL Run #".

7

[=]

Quantify the pool on Qubit - record value on Workbook,

71

Use tapestation to determine average insert size of pocl -- record value on Workbook.

72

Rerove a 100uL aliquot of 1M NaOH from the freezer and add 400yl of motecular grade water to dilute to 0.2N working solution. Store on Ice.

73

Thaw MiSeq cartridge in DI water {1 hour). Keep an aliquot of RSB thawed.

74

Thaw HT1 on Ice. Thaw 20 pM Phi-X on ice.

7

(%]

Ensure heat block Is at 96"C.

76

Workbook will caiculate Molarity{nM): {pool concentration x 10463/(660 g/mol x Insert size bp).

77

Workbook will caiculate volume of pool required for 50uL of 4nM; ({4 nM * 50 ul)/molarity of pool}.

7!

o0

Workbook will caiculate volume of RSB needed (S0pL minus volume above] .

7%

Right-click "Sample Sheet” tab and select "Move or Copy..". Copy the tab into a new workbook. Use "Save As" to save the workbook as a comma-delimited file (C5V).

80

Name the .csv file the exact same name as the barcode of the MiSeq cariridge. "MS...-500v2" etc. Save on V:\ drive. Find sample sheet on MiSeq and copy to DA

.81

Confirsr sample sheet Is present using MiSeq software. Shutdown the instrument, turn off the switch, and let 3it for 5 minutes before rebooting.

82

In a new tube, dilute pool to 4nv,

83

Add Spl of 4nM poaol to microcentrifuge tube.

84

Add 5ul of diluted NaOH to the tube, vortex briefly & quick spin. -

85

Incubate at roor temp far 5 minutes.

g

o

Immediately add 990yl of chilled HT1 {now 20pM library}. Store on ice.

87

Dilute 20 pM library to desired loading concentration. Dilute 20 pM Phi-X to desired loading concentsation. Stere beth on ice.

8

o0

Prepare MiSeq for sequencing. Take aut flow cell and rinse with milli-Q water, clearing with 80% EtOH if necessary,and dry with lens paper ustil glass is clear.

89

Load PR2 bottie and flow cell into MiSeq.

80

Remove 10ut. from dlluted library and discard. Add 10 ul of diluted Phi-X (equal to 1% spiked-in concentration] to diluted library.

91

Incubate at 96°C for 2 minutes.

9

D

Immediately place In Ice bath for a minimum of 5 minutes, maximum 30 minutes, until ready to load.

9

W

Puncture foil of "Load Sample" well on reagent cartridge with ciean 1000ul tip. Load 606 uL of chilled, difuted, denatured pool into well. Load on MiSeq.
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- Nextera DNA Flex Library Prep oo sl
o S b: W‘“P”;z“f:f;;:mm ROWS SHOULD NOT BE DELETED Ifless than L T -
Library bre ‘Ecﬁcian: oM 86 Eofates are belng propped & sequenced, the Bl el Forrulae
~F TECIBO T adeijonal, urused rows may be hidden. DO NGT Blun cells: Formuas,
Sequencing Kit Typa/Chemistry 500ev2 DELETE ROWS. - Dark pray cotls: Optional
Sequencing Date: 12/3/2021
Sequenting Technictan: GM -
Tetalnumber of samples:| i7 BP 210 ] G5:R
Qptional
Input BNA mput DNA Volume of | Volume of . Qubit Reading
sample state Key Taxeromic ID/Desctiption Project D GeromesSize (Mb) | Qubls Reading | Nanodrop | InputDNA | inpurio | RIS ORINpu [ elate wel tngful} of—[
well : neu) | {2s0/280) 1) ul} DNA (ne) library
AL DPC23370 544 Salmonclia enterlcs WaltingforQC 5 29.089 . [ N, B 174.534 - AD1 11.873
BO1 WAQE36367 Es¢herichla_coll WaltingforQC 5 48.474 [ oo ooc]  290.844 BO1 i4.708
co1 WADGSEISE Salmenclia,_enterica WaltingforQC 5 73.595 5 L S 341,57 o1 15.55
D01 WAD536463 Salronella_cnterles WaltingforaC 5 49.494 & S LA 296.954 DO 15.139
EC1 WADBI70ER Salmonellz_onterfos WaltinforQC 5 61,51 13 N L R - 369.06 E01 i6.963
FOl WADG96353 Salmonella_enterica WaitingforQge 5 64.038 [ 24 5 384228 FOL 15.138
GO1 WADE95470 Salmoneila_eoterica WaitingforQC 5 46,018 [ . RN ... 276208 G01 16427
HOL WADESE3 21 Salmonella_enterica WaitingforQC 5 16.867 6 24 . 101.3‘0(2 HOL 10.55
AQZ WADGHE365 Salmonelia_enterica WaltingforQg 5 32.54 6 24 (. 195.24 ADZ 2,432
BO2 WAOG95382 Salmonclla_enterlca WaltingforQC 5 41486 [} .24 243.515 ap2 2.589
€02 WAQESEAET Sazimanella_enterica WaltingforQC 5 44.564 5 o B 269,784 coz 2.438
Doz WaQ0657014 Escherlchis_coli - WaltingforQC 5 32,228 6 B R 19_.?.358 po2 2.247
EQ2 WAQES735) Escherlchia coll WalingforQC 5 45.588 6 i) o 279528 E0Z. 2.553
7Oz Wa0657353 Escherlehia_coli WaltingferQC 5 37.242 [ 223.452 FG2 2878
502 WADB58272 Salmenella_cnterica WaltingforQC 5 30.821 ] 184926 GJ2 261
HO2 WAOS38273 Salmonelia_cnterica WaltingforQC 5 36.206 & - 237235 HC2 2447
AD3 Szimoneila_enterica WaltingforQC 5 30.229 & 181,374 AD3 2433

WABE93275

Total ﬁB:I .

B




Hllumina Sequencing Kit DNA Load (ME)
Miseq v2, 300¢ 60
MiSeq w2, S00c 300
MiSeqv3, £00c* {mixed runs = no ECl} 200
Mi5eq v3, 600c* {£. coli/shigella runs) 175
MiSeq Micro, 300 25
MiSeq Nano, 500¢ 13
MinlSeq Mid Output &0
MiniSeq High Gutput 100






