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Enfcerics Laboratory Results

Preliminary Report

Phone:

Fax:

Page 1 of 1

CLIAft: 50D0661453

Licensee: MTS-1327

425-640-4129

425 640-4491

Patient ID:

Patient Name:

Patient Address:

Patient County:

60004221429

Lowe/ Nicholas A

6406 Augusta Crt

Snohomish

Physician or Referring Submitter:

PHL Sample #: WA0697014

Report Date: 11/29/2021

Mukilteo WA 98275

Collected Date: 11/24/2021

Received Date: 11/29/2021

Date of Birth:

Age:

Sex:

07/21/1989
32 Years

Male

Submitter Lab ft: 21-328-13683

Test Requested: STEC

Date of Onset:

Test Reason:

Specimen Source

Specimen Type:

Diagnostic

Stool

Stool - Broth

Test Description: Result:

Alere Shiga Toxin Quik Chek STX 1-, STX 2+

EIA

Result Date

11/29/2021

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 person to

whom it pertains/ or as otherwise permitted by state law.
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Enterics Laboratory Results

Final Report

Phone:

Fax:

Page 1 of 1

CLIAft: 50D0661453

Licensee: MTS-1327

425-640-4129

425 640-4491

Patient ID:

Patient Name:

Patient Address:

Pafcxenfc County:

60004221429

Lowe/ Nicholas A

6406 Augusta Crt

Snohomish

Physician or Referring Submitter:

PHL Sample #: WA0697014

Report Date: 12/02/2021

Mukilteo WA 98275

Collected Date: 11/24/2021

Received Date: 11/29/2021

Date of Birth:

Age:

Sex:

07/21/1989
32 Years

Male

Submitter Lab #: 21-328-13683

Test Requested: STEC

Date of Onset:

Test Reason:

Specimen Source:

Specimen Type:

Diagnostic

Stool

Stool ~ Broth

Test Description: Result:

Alere Shiga Toxin Quik Chek STX 1-/ STX 2+

EIA

Test Description:

E. coli Confirmation

Result:

Result Date

11/29/2021

Result Date

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:

DISCLAIMER: 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 is protected by state law

which prohibits any further disclosure without the specific written consent of the person to
whom it pertains, or as otherwise permitted by state law.
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® SWEDISH
^.z-y - • -'

LOWE, NICHOLAS ALEXANDER Location: SED ED

MRN: 60004221429 Acct: 10391911413

DOB: 7/21/1989 AGE: 32 years SEX: Male

MRN: 60004221429 Acct: 10391911413 Admit Date: 11/24/2021
Discharge Date: 11/24/2021

Patient Phone:

Procedure:

Source:

Body Site:
Free Text Source:

(425)931-2515

C Bact Stool
Stool
Stool

Physician:

Consulting:

Microbioiogy

Collected:
Received:
Started:
Accession:
Ordering Physician:

ROSS PA,KATHERINE BLISS

11/24/2021 19:30 PST
11/24/2021 19:49 PST
11/24/2021 19:49 PST
21-328-13683
ROSS PA.KATHERINE BLISS

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.

Legend: L=Low H^High C=Criticat X=Corrected A=Abnormal interpretive Data RC=Resu!t Comment OC==Order Comment <>=Performing Lab

All testing performed by Swedish Edmonds Main Lab unless othemvise specified. Alan C. Boudousquie, M.D., Director

21601 76th Ave West Edmonds, WA 98026 CLIA#: 50D0629863

LOWE, NICHOLAS ALEXANDER Page 1 of 1 Printed: 11/26/2021 10:26 PST
60004221429 Request ID: 23733519
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Bruker MBT-CA

Run Results Report BRUKER

Run Info:

Run Identifier:

Comment:

Operator;

Run Creation Date/Time:

Number of Tests:

Type:

QC:

QC Position:

1202202M05405-CA-1811005486

ca-user@DOHIWK150502
2021-12-02T10:56:02.489

18
Clinical Application
passed

BTS3:0

Result Overview

'For oreanism identifications reported in blue. refer to "Organism Identification Hi-nt_TEibleM section located in the

reference library package insert for further information.'

Test Organism Label Organism Identification log(score)
Value

BTS3 • bts Escherichia coli ^

BTSO bts Eschenchia coli

BTS4 bts Escherichia coli ^

u

/

/

Al Blank No Identification

A2^ S.aureus6358 ^ Staphylococcus aureus " ^?6*:*?>

A3 S.aureus6358 " Staphylococcus aureus ^531

A4 " S. maltophilia 13637 Stenotrophomonas maifophilia WSWS'^3SJSSMSi.

A5 S. maltophilia 13637 Stenotrophomonas maltophilia

A6^ 697013A Escherichia coli w' "^fiSs.
£^^Z'S

Result overview table-confinued on next page

R^nnrt /-roatorf at OOOI-'t O-HOTH •nR-'t /l In Vitfn riiani'mcfif Panu -1 nf t
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Run Identifier 12.022021-105405-C/k 1.811005486 Run C '^tion Date/Time: 2021-12-02T10:56:02.489

Result oven/iew table-continued from previous page

Target
Position

A7 ^

Test Organism Labef

697407B ^

Organism Identification

Escherichia coll

log(score)
Value

A8 -' 697503A ^ Escherichia coli ^

Bl y 697534A ^ Escherichia coli ^

B2 697014B Escherichia coli */

B3 ^ 697351A */ Escherichia coli

B4 697353B ^ Escherichia co I i

B5 698272A ^ Sahnonella sr>

B6-/ 698273A Salmonella SD i/

B7 ^ 698275A ' Sabnonella so

Rannrf r-raator) at 9n9't_'1'?-n9T-(-I •nR'-l'^ In Vitr/t niannncfi/* Pana 0 nf t



Approved and current. Effective starting 11/23/2021.69790.2618 (version 2.4) WGS worksheet with BioNumerics Q.C and TECAN indexing

Blank copy S844357. Last reviewed on 10/8/2021. Printed on 12/3/2021 7:24 AM (PST). Page 1 of 18

Miseq Run Set-up
Run ID:|

library Prep Date: I
Library Prep Technician:!

Sequencing KitType/Chemistryi
Sequencing Date:]

Sequencing Technician:]

WAPHL-M5916-211203
12/3/2021

GM
500c v2

12/3/2021
GM

Post-Sequencing Analyst QC

Transfer data to Z:\COIVIMMON\WGS\CONF

Check WGS tracker for accuracy and completeness

BN Analyst: Update REPEAT tab for accuracy and completeness

Update Reagent Tracker

Confirm ail samples meet coverage

Cluster Density (Pass j) Fail

Clusters Passing Filter ^Pass/// Fail

Q30 ( Pass^/ Fail

BioNumerics 7.6.3

NCBIUploader2.3
Analysis Software ».","«,~_'.l'/<i7

- >-^--- - - PulseNet Client 0.85

,y ^ PulseNet WGS Tools 1.3

Initials

-̂)7^^

^
hU
^^
T^/

P(? L

6^

Comments

^/.../._^^_
/^jysf^eview

x UWI z^A- \V-Q^
AMD Lead or SVpervisor Rev^w

x f-AHU ^^i * \t'o^
BioNumerics^eVitew

x

^J^KA^7
^00

3:^<^t>"^(fc.
^; "2^^^o^.i^

Serotyping Review

^j^y]

Please include afl worksheets marked with pink in the report packet

,-ŷ

^{^F' \^

\
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û

u<
 p

<
 <

3
 <

: t3
(3

 <
 U

 U
<

 u
 h

 <
 ^

t3
 U

>
1
3
 0

 <
^

S
b

6
g
S

-
3

'3
_
3

 
"
5

 
'3

 
^

.r
o
 .f0

 m
 .r

o
 .r

o
^

4
S

'?
4
?
jo

-?
tS

<
E

lS
'S

^
-S

lS
^

s
h

j~
S

a
ji

u
'a

;t
u

i
:u

'S
i
o
>

(
U

'S
t
u

u
'5

<
y
a

)
Q

Q
C

S
Q

Q
Q

Q
Q

Q
Q

Q
Q

Q
Q

O
Q

t
-
'o

o
m

o
o
m

o
i
-
i
i
n

N
r
^

'^
-
^

m
t
o
m

u
>

c
o
i
o
t
~

^
r
>

<
u

i
w

u
i
t
-
i
t
n

t
n

m
m

't
o
m

't
m

m
m

't
o
m

w
t
o
i
o
u

>
r
^

i
o
i
o
u

;
t
0

t
n

u
>

(
^

.
(
^

r
~

a
^

o
i
c
n

o
^

c
n

<
3
h

O
i
c
T

k
O

i
(
T

t
0
^

o
i
<

T
i

t
O

y
^

i
D

^
D

u
o
y
o
u

>
^

o
y
^

n
>

m
t
O

U
i

0
0

0
0

0
0

0
0

0
0

0
?
 ?

 <
 ?

l
?

0
0
0
 
I
,
-
,

w
^

w
^

-Dctt)
uft>Qu>3a<u
tS&u>ttitt)

I0cw&TOfl)

ntiw

333=>3s>flIDvc0ETO1/1

000000U
1roH
I

&
0

-c1/>TOxk
<

<J
~Rt3

0Q0000mro<u
+

-1

00000IDF
-l

<u
e(0
J
30>
•

a
.

Emu

00000CTLTI



P
<

[
j(

U
<

jj(
y
u

(
y
i
l
,)

1
1
 c-

u
i -s

 U
1

 "I "t y
l <

J
! "I u

l "I "i |

(
y
^

u
o
<

u
u

y
<

j
o
t
t
)
<

y
t
:
E

:
t
:
E

:
[
:
C

[
:
[
:
t
:

0
0

0
0

0
0

0
0

0

3
 9

 Q
ii 5+

J
-
t
 „

)
 H

i
 c

 c

;i n
 ^

1
n

>
 u

:5is
 u

 u
 u

£
f
i
i
f
f
E

j
l
i
f
f
i
^

^
i
2

e
E

i
V

)
t
O

l/>
t
/)

V
)
l/»

t
/lt

/)

u
. u

 u
. u

. u
. u

 u
 u

. u
 u

. u
. u

. u
. u

. u
. u

. u
•

g
, Q

Q
Q

Q
c
fQ

Q
Q

Q
Q

Q
Q

Q
Q

Q
Q

c
i

u
 ^

>
 &

a
 ^

» ^
a
 ^

 ^
b
 ^

^
 ^

^
 ^

o &
ii

u
+

 
.
£

 
.
S

 
.
£

 
^

 
.
E

 
.
5

 
.
£

 
.
E

 
.
E

 
.
£

 
.
E

 
.
S

 
.
E

 
^

 
.
E

 
.
E

 
.
E

^
 ^

^
^

g
^

^
^

g
^

g

t
!)

<
<

t
—

t
L

-
<

'L
9
h

-
t
<

l
^

<
?
t
—

h
-
t
-
^

<
l
3
<

3
C

<
<

g
h

;F
lg

(
3
.5

<
(
l?

<
t
O

O
>

5
<

?
t
3
3
t
O

u
^

^
R

^
y
R

^
'^

u
^

R
^

^
y

u
^

<
C

F
;^

:Q
l=

<
<

'?
<

u
i

S
 u

.S
Q

U
u

g
D

^
O

u
-
Q

 
3

t
-
f
3

i
-
;
<

'P
;
<

u
t
O

S
 S

lo
R

&
R

S
ts

fa
o
y
<

(
i
-
i
j
=

o
^

t
-
)
p

u
@

<
l
-
0
t
-
p

u
<

p
 s

E3g
^

§^
e $
§S

i/l ^
 ^

 r
t
 U

i
0
 
r
-
1
0
 
0
 
l
-
l

m
o
u

>
L

n
r
^

m
t
D

O
<

M
o
i
r
^

i
-
1
0
C

J
i
-
1
0
»
-
<

i
-
l
<

M
i
-
t
-
-
<

<
U

>
'i
h

!.O
P

r
t
<

t
O

'i
<

U
<

r
t
<

<
P

t
S

r
f
<

U
F

-
F

-
y
(
q
t
f
<

t
O

S
U

3

11^111^1^ 1111 U
 ii

^
!§

N
liiR

!§
il^

R
§
§

^
s
§
g
^

i3
|

y
s
^

b
g
s
y
g
§

r
n

<
(
M

t
n

u
>

^
O

O
T

^
t
1
-
(
M

f
l
1

O
R

 0
 0

0
 T

-I
f
<

 
f
.
 
r
-
 
r
' 
t
-
.

0
0

 0
 0

 ^
r
^

 M
 T

-
I
 <

t
 a

 c
f
i

3
:3

:3
:3

:3
:Z

Z
3
:X

3
:X

3
: E

 X
 X

T
"
t
l
~

l
t
~

<
t
-
l
T

"
t
r
-
1
*
"
l
r
-
l

O
O

O
O

O
O

O
Q

<
(
a

u
Q

C
i
u

-
u

)
x

C
l
f
l
C

-
l
f
f
M

M
K

G
f
m

o
o
o
o
o
o
o
o
o

<
t
i
a

u
a

u
j
u

;
U

}
X

<

Q
O

Q
O

o
o
O

O
<

c
o
u

a
a
a
.
u

)
:
t
:

r
-
i
M

M
C

't
N

M
f
l
f
l
r
n

O
o
o
o
o
c
i
o
o
d

<
c
a

u
a

i
n

a
.
u

x
<

fH
r
o
t
O

(T
)fH

(T
>

fr
iiT

i(f^
f1

(^
ff^

m
fn

t
T

ir
t
 m

 e
n

o
o
o
o
c
i
o
o
o
o
o
o
o
o
o
o
o
o

NNl£>

IMMu>

NNt0

tMN10

c
tN10

M(Mu>

nN10

MNu>

CM(Mu>

INNID

MNu>

ftf>
l

n
o

f
)Mm

MIMU
)

C
i

N10

Mf
l

tO

0Mu
>

£
T

lO
^

C
F

l<
T

lO
l<

T
ld

C
ftO

^
(T

lC
h

(T
lC

r
iC

T
lO

'l
u

i
u

i
i
r
t
L

n
t
n

i
n

i
/i

m
i
r
t
i
n

i
n

i
/i

i
n

m
i
n

i
n

5
5
5
5
?
?
?
?
S

?
5
S

?
5
?
S

^
i
j
l
^

l
^

t
^

l
-
'
l
-
^

-
'
l
-
'
j
-
'
l
j
j
-
^

t
-
'
l
-
'
l
-
'
l
-
'
t

X
3

:3
:3

:3
:3

:3
:3

:X
3

:3
:3

:X
3

:S
I
:3

:X
Q

^
Q

. a
. &

-
 a

,
u

.
 
Q

.
 
a
.
 
a
.

IIJ
IillH

U
U

IJ
U

en0^
 0

^ n §
S

8
3

^
 n

 §
 -^

 ^
 S

 ^

llljilii 4
ip

n
T

^
^

^
 p

_
S

 @
-

5
^

S
§
5
^

1
|

^
 •

-<
 K

 S
t

?
 
,
^

 
"
"
 
S

o
0

P
r
f
t
f
n

r
r
i
p

r
i
r
^

f
O

f
l
i
f
a
m

f
o
m

 m
c
o
o
i
f
o
m

N
0

0
0

0
0

0
0

0
0

0
0

0
0

0
0

0
(M1

-1

fM^

(Mr
i

s
Mrir-1

U
l

f
)t
~

l

IN
l

A

Nt-1

3
(M1-1

A

N1-1

3
M1

-1

f~<

U
)

r<3
IMt-<

r^^

N1
-1

f
)

u
>

NT
-i

f)10

M1
-1

3
f>

t
I-t

iM10

Nri3
N1
-1

ID

m
 <

n
 e

n
in

 in
S

 5
S

 S
 5

en C
T

u
i in

5
 5

3
:3

C
3

:3
:3

:3
:X

3
C

3
:3

:3
:X

s ^
 §

Ill
a

-
 a

.

IIm
 r

s
t

d
-
 
a

-
 
a

-
 
a

.
 
d

.

I! ^
llii

r
-
i 0

1
 f

^
J

 f
f
l m

t
O

^
f
^

^
o
o
o
^

^
-
i
i
/i

L
n

r
^

^
f
^

m
 t

i I
M

 M
r
^

t
^

 t
^

 c
o
 c

o
 c

o
r
^

o
iC

T
iO

i<
T

iC
T

ic
n

<
?
i(T

>
o
^

c
n

c
n

c
n

(T
>

o
iC

T
io

i
in

m
 w

 w
 ip

^ ^ ^
Ill

Q
Q

Q
Q

Q
Q

Q
Q

C
!

11
II

Ill
s ^

s
 eE

 Q
 0

 "
5
.

S
 u

s
 s

-

^
 2

s
.

E
 ^

'4
3

 5
 -3

 r
i

U
K

 "
 I

: r
a

P
iill9

n
5

S
 a

.
r
i r

i .^
 E

v
 
,
°u
 -

q
 p

.
u

 •
?

l
-
'c

o
n

l
u

i
T

n
O

t
-
i
i
o
i
M

r
^

't
i
-
i
r
o
r
^

m
i
n

u
i
.
u

)
t
f
)
i
c
u

)
u

>
r
~

.
(
M

U
>

c
o
i
D

t
-
t
i
/
i
i
/
>

r
^

[
~

'r
^

.1
 in

 o
i

o
 m

e
n

 r
ft m

u
>

 ir>
 in

a
 r

o
 r

f
io

^
m

 f
^

C
O

 C
O

 0
0

p
 id

 u
j

F
?
 m

 <
n

 (T
» w

 0
1
 o

i (n
 0

1
 <

T
|

 C
T

I 0
1
 0

1
 (n

 <
T

I fn
 (T

^
W

u
^

t
jQ

l&
U

O
t
fll^

y
^

lD
U

Q
^

D
lJ

O
^

O
l.O

l&
t
D

y
S

m
o
o
o
o
o
o
o
D

o
o
o
o
o
o
o
o

0 ^
 ^

 3 $
0

<
;<

<
<

?
<

 ^
^

^
§
S

?
g
5

§
S

3
S

g
S

g



u
.

0Ira<u0§"
0u</>2'
a

.

yc:OJII0Jroc

>
.

tius:>0•
owcx0co0<u

a
.

£fQX
l

^
-i

su
.

<zaraasai
•

z.

>
.

ti<u
^8•
a

Ia00
.

03(D"SIa>
c(nwE(Dtft

w(U
A

;
w<uQ

.
E(tt
t/>
T

Oc(0a
.

fOStnaI
:

01
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Library Preparation Using lllumina DMA Prep (1 of 2)

Taementation

Sl IjQuantify DNAonQubitand record on worksheet,
Bring BLT & TB1 to room temperature (BLT from fridge & TB1 from freezer). Put EPM (from freezer) in fridge. Aiiaw RS9, TSB, TWB and incitces to come to room temp.

Add H20 to 96 weil plate (Column G on workbook).
Add DNA to sample wells (CoStjmn H on workbook).-Total voiume for DNA+H20 should be 30nL.

Vortex 8LT for 10s (ensure suspension).

6 [Prepare tagmentation master mix. Voiume (tiL)

ffof samples (plus 2); 19
Volume of BLT 190
Volume ofTBl 190

71 Vortex master mix v/eil. Deposite master mix into appropriate reservoir.
Add 20jiL of tagmentatlon master mix to each sample we!! using multichannel.

P)pettetomlx(setpipettq25H
10 SeaitheRlatewlthMicrosealBqreqyiyajen
ll|lncu^atethe p[ateat55°Cforl5^m (volume = 50tiL)

PostTagmentS!tfonClE!an_Un

12|CheckTSB for precipitates (if present, warm st 37°C for 10 minutes & vorte>i). AllquotTSB into stripe tubes.

13 After "FiexTagment", add lO^L of TSB to sample wells,

14 Pipette gently to mix (set pipet to 30uL-Total volume 60pL). Seal plate with MicrosealB or equivalent.

15 Incubate at 37-C for 15 minutes then hold at 10°C ("Flex Post Tag") (volume = 60 (iL).

16 P!ace on magnet for 3 minutes (or until ciear).
•17 Use muStichannel pipetto remove and discard supernatant.

18 Remove from magnet & add IDO^LTWB directly to pellet.

19 Pipettegent!y until fully suspended, avoid foaming. If difficult, spin'down In plate centrifuge. Then resuspend.

20 Piacebackonthemagrtetfor3m!n(oruntI1c[e3r).

21 Use multichannel pipetto remove and discard supematant.

22 Remove from magnet & add lOOj^L TWB directly to pellet;

23 Pipette gently unti! fully SLtSpended, avoid foaming.

24 Piace back on the magnet for 3 min [or until clear).

25 Use multichannel plpet to remove and discard supematant.

26 Remove from magnet & add lOO^LTWB directly to pellet. Resuspend, avoid foaming.

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

Anm|lhLTa8fflentedJ)NA
28lEnsure.EPM and Indexes are thawed.

29 Briefly ce n trifuge indexes b efp re u se.

30|Prep3re PCR master mix. Volume ((iL)

ti of samples (plus 2); 19
Volume of EPM 380
Volume of H20 380

31 Vortex & spin down the master mix

32 Remove the TWB from the samples {still on the magnet).

33 Remove excess TWB with smail-volume pipet.

34 Remove from magnet and immediateiy add'10^L of PCR master mix/ rinsing over the beads. 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 10[^L of primer mix to each sample (96 well plaie, each weil contains enough primer mix for one time use).

37 Mix a minimum of lOx (set pipet to 30^1).

38 Sea! the plate carefully, especially outer wells, and run the "Flex Ampiify" program on the therma! cyder. (vo)ume=50ul)

n 39 Remove the plate and centrifuge for 1 mln at 280xg

May stop here and store at Z-8'Cforup to 3 days

J? .Cc\- wJ '.

P^ ^ v-jt.v-<^ '^5^-io'py

,\-v.b'w -z^'^'oO

^ 2c"L/> -0-^

yy 7-CZ'l-.- e;^ • ( ^

e^/ z^z- - o^- \ l-/ ( ^ 0 <' i - C'l I 5-

f ^\t-^ w^?/,.^.; -f]' / •'- '~'<i

ex i a. 1. • -c. • ^;
/-.Z^7; .-yi.if

\'^^j '^^-r^^^

CK ? "^z • ?/,r - ^ •• '- ')^?v 0^ n'



Library Preparation Using iiluminaDMA Prep (1 of 2)

Cleanup Libraries

40 Ensure SP8 and RS8 are at room temperature.

41 Piace spun-down PCR plate on msgnet for S minutes (or until clear).

42 Transfer 45pL of supernatant to new MIDI piate.

43 Remove PCR pSate from magnet and discard.

44 Vortex & invert SPB several Umes ensuring resuspension.

45 Prepare SPB master mix. Volume {(il.)

S of samples (plus 3): 20
Volume of SPB 816
Volume of H20 884

46 Vortex SPB master mix wei! & add 85pL to each sample weil of MIDI piate from multichsnnel resen/oir.

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

48 Incubate at room temperature for 5 minutes

49 Piace on the magnet for 3 minutes (or until clear).

50 During the incubation, vortex the stock SP8 thoroughly,

51 While on the magnet transfer 125pL of supematant into new MIDS plate, D!'new wells on same MiDI plate.

52 Remove from the magnet and add 15{iL of stock SPB into wells containing supernatant.

53 Plate Shake 1 min @ 1600 RPM.

54 Incubate at room temperature for 5 minutes,

55 Dilute fresh 80K EtOH {8 mL EtOH + 2 mL motecuiar water is enough for 28 samples.)

56 Place an magnet for 3 minutes (or until clear).

57 Remove & discard supernatant.

58 Add 170^1 of 80% EtOH and incubate for 30 seconds.

59 Pipet to remove the EtOH.

60 Add 170tlt of 80% EtOH and incubate for 30 seconds.

61 Plpet to remove the EtOH.

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

63 Allow beads to air dry for 5 minutes.

64 Remove from magnet & add 32|^L of RSB.

65 Plate Shake 1 mm @ 1600 RPM.

66 Incubate at room temperature for 5 minutes.

67 Place back on the magnet for 3 minutes (or until clear).

63 Transfer 30[iL of the supernatant to new weils, new plate, or new strip tubes,

May stop here, store at -ZSC to -ISCfor up to 30 days

Pooling Libraries
69 Pool 5pL of each sampie column into an empty column. Then pool the pooiect coiunrsn into a microcentrifuge tube. Label tube as "PAL Run S".

70 Quantify the pool on Qubit - record value on Workbook,

71 Use tapestation to determine average insert size of pool" record value on Workbook.

72 RemovealOOuLaliquotoflM NaOH from the freezes and add 400^L of moiecular grade water to dilute to 0.2N working solution. Store o^

73 Thaw MiSeq cartridge in Di water (1 hour). Keep an allquot of RSBthav/ed.

74 Thaw HT1 on ice. Thaw 20 pM Phl-X on ice.

75 Ensure heat block is at 96°C,

76 Workbook will cakulate Molsrity(nM); (poo! concentration x 10A6)/(G60 g/mol x insert size bp).

77 Workbookwillcaiculate volume of pool required for 50tiL of 4nM: ((4nM * SOuL)/molarityofpool).

78 Workbook wilt calculate volume of RS8 needed (50^1. minus volume above).

79 Right-clkk "Sample Sheet" tab and select "Move or Copy.,.". Copy the tab into a new wpckbopk. use "Save As" to save the workbook as 3 commB-delimited file (.CSV).

Name the.csv file the exact same name as the barcode of the MiSecj cartridge. "MS...-500v2" etc. Save on V:\ drive. Findsairip!esh's6t^"r 80
.81 Confirm sample sheet Is present using MiSeq software. Shutdown the Instrument, turn off the switch, andletsit for 5_minutes before rebooting.

82 In a new tube, dilute poo! to 4nM.

83 Add S^L of 4nM poo! to microcentrifuge tube.

84 Add B^tL of diluted NaOH to the tube, vortex briefly & quick spin.

85 Incubate at room temp for 5 minutes.

86 Immediately add 390tU. of chilied HT1 (now 20pM library). Store on ice,

87 Dilute 20 pM library to desired loading concentration. Dilute 20 pM Phi-X to desired loading concentration. Store both on ice.

Prepare MiSeq for sequencing. Take out f!ow cell and rinse with mllfi-Q water, cleaning with 80% EEOH if necessar/,and dry with lens paper unt!l glass is clear.

Load PR2 bottie and flow cell into MISeq.

90 Remove lOuL from diluted library and discard. Add 10 uL of diluted Phi-X (equal to l%spiked-in concentration) to diluted library.

91 Incubate at 96°C for 2 minutes.

92 lmmediate!y piacein ice bath for a minimum of 5 minutes, maximum 30 minutes, until ready to load,

93 Puncture foil of "Load Sample" well on reagent cartridge with dean IQOOuLtip. Load 600 uL of chilled, d)!uted, denstured pool into we!!. Load on MiSeq.

-o^-S'b(^

U\{e{} ^'.W^L/

^\ ^1.

poT^-^S

f./U n^-) w
•^•°^ >,C)



i iK

}as1






