Contract Service Agreement

THIS AGREEMENT, between University of Foggia — Department of Clinical and Experimental Medicine
(“TESTING SITE”), located at 71122 Foggia, Italy, Via Antonio Gramsci no. 89/91 and with operational
headquarters at 71122 Foggia, Italy, Via L. Pinto no. 1 c/o Policlinico Riuniti and Laboratory Specialists,
Inc. (“LSI”), with offices located at 26214 Center Ridge Road, Westlake, OH 44145, will come into force
on March 18, 2024.

WHEREAS, TESTING SITE is the operator of laboratories which perform various tests and examinations
of material for the purpose of providing information for the diagnosis, prevention or treatment of disease or
the assessment of medical conditions; and

WHEREAS, LSI desires to obtain the services of TESTING SITE on the terms and conditions set forth
herein; and

WHEREAS, LSI and TESTING SITE desire to provide a full statement of their respective rights,
obligations, and duties in connection with the performance of services hereunder;

WHEREAS, this Agreement is of mutual interest to LSI and TESTING SITE, and is consistent with the
objectives of education, clinical training and research of TESTING SITE

1. TESTING SITE’s designated representative shall be prof. Fabio Arena or such other
representative(s) which it may subsequently designate in writing.

2. LSI designated representative shall be Laura Koeth or such other representative(s) which it may
subsequently designate in writing.

3. For services rendered hereunder, LSI agrees to pay TESTING SITE’s invoices submitted for
any such services rendered, projected costs which are detailed in Statement of Work (SOW)
documents, after receipt and approval thereof. LSI agrees that such payment is full and complete
compensation for all obligations assumed by TESTING SITE under this Service Agreement.
This is a fixed price agreement.

Payment will be made by bank transfer according to the bank information provided on
TESTING SITE’s invoice.

For purposes of identification, each payment shall include the title of the Research and the
name of the Principal Investigator.

4. Although TESTING SITE is free to provide such services to others, TESTING SITE shall keep
confidential all business information or data which are made available to TESTING SITE
hereunder by LSI or its affiliates, or which result from TESTING SITE’s work hereunder for
LSI or affiliates; and TESTING SITE agrees that TESTING SITE will not disclose the same to
third parties by publication or otherwise, or use the same for any purpose other than providing
the aforesaid contract services hereunder without prior approval in writing by LSI.
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5. The obligations of confidentiality imposed by this Service Agreement shall not apply to
information which TESTING SITE can show was already known to TESTING SITE,
information which is or becomes part of the public domain through no fault of TESTING SITE,
information which is given to TESTING SITE by a third party who has a right to do so, is
discovered independently by an employee or student of TESTING SITE who had no access to
the information supplied by the LSI under this Agreement, or is required to be disclosed by law.

TESTING SITE retains the right to refuse to accept any such information, which is not
considered to be essential to the completion of the Research. The obligations of confidentiality
under this paragraph shall survive and continue for three (3) years after the termination of this
Agreement.

6. TESTING SITE shall disclose promptly any inventions or improvements made or conceived by
TESTING SITE, either alone or jointly with others, in the course of or as a result of the work
done hereunder, or as a result of information supplied to TESTING SITE, directly or indirectly,
by LSI or its affiliates. TESTING SITE also shall, upon LSI’s written request, assign its entire
right, title and interest in and to any and all such inventions and improvements to LSI and to
execute such documents as may be required to file applications and to obtain patents in the name
of LSI or its nominees, in any countries, covering such inventions or improvements.

7. TESTING SITE will report the results of all analyses performed upon the LSI’s material only
and directly to LSI. TESTING SITE shall have the right to maintain a copy of all study data for
educational, auditing, archival, patient care and/or research purposes and to use study results for
publication purposes as outlined in Article 17.

8. TESTING SITE represents that TESTING SITE is under no obligation, which is inconsistent
with this Service Agreement and that TESTING SITE will not enter into any agreement with a
third party, the terms of which may be inconsistent with this Service Agreement.

9. Payments or statements to be made under this Service Agreement shall be made to TESTING
SITE at the address to which this letter is directed and to any one of LSI’s designated
representatives at LSI, 26214 Center Ridge Road, Westlake, OH 44145 or at such other address
later designated in writing by the other party for such purposes.

10. It is understood that TESTING SITE will be serving under this Service Agreement as an
independent contractor and that the relationship of employer and employee shall not exist
between LSI and TESTING SITE.

11. Either party may terminate this agreement at its sole discretion with a thirty (30) day written
notice thereof to the other party and such termination shall be effective as of the date such notice
is received by the other party.

12. All notices permitted or required to be given under the terms of this Agreement shall be deemed
to have been given when delivered personally or deposited in the United States Mail, certified,
postage prepaid and addressed as follows:

State Mail, overnight service to the addressed as follows:
If to LSI:  Laboratory Specialists, Inc.

26214 Crossings Parkway

Westlake, OH 44145
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13.

14.

15.

16.

17.

If to TESTING SITE: University of Foggia
Department of Clinical and Experimental Medicine
Via L. Pinto no. 1 — 71122 Foggia - Italy
c/o Policlinico Riuniti
For the attention of Prof. Fabio Arena

Upon completion of the contract services by TESTING SITE, or upon termination of this
Agreement by LSI in accordance with paragraph 10 hereof, TESTING SITE shall return to
LSI, at LSI’s expense, all tangible materials and information received from LSI hereunder or
generated as a result of the contract services performed by TESTING SITE hereunder.

TESTING SITE shall not be liable for any direct, consequential, or other damages suffered by
LSI or any others as a result of this Agreement.

LSI hereby waives and agrees to indemnify, defend, and hold harmless TESTING SITE, it’s
officers, trustees, agents, employees and students from any loss, claim of damages, or liability
of any kind, including reasonable legal fees, court costs and other expenses in litigation or
settlement of any claims, arising out of or in connection with this Agreement, or the use of the
results, except to the extent that such loss, claim of damage, or liability arises in whole from
the sole negligence of TESTING SITE. The provisions of this paragraph shall survive
termination of this Agreement.

A collaborative publication is planned, authorship to include primary investigators from the
eight testing sites. Any other proposed publication of this study data must be submitted and
approved by LSI.

The obligations set forth in paragraphs 4, 5 and 6, 13, 14 hereof shall survive the expiration or
termination of this Service Agreement.
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IN WITNESS WHEREQOF the parties have set their respective hands and seals, as of the day and year first
above written.

University of Foggia

Department of Clinical and Experimental

Medicine Laboratory Specialists, Inc.
By: By:

Name Printed: prof. Maurizio Margaglione Name Printed: Laura M. Koeth
Title: Head of Department Title: President

Date: Date: 06-Mar-2024

Read and Acknowledged:

I have read the foregoing and, while not a party to this Agreement, I understand and agree to comply with
the obligations of the Researcher responsible for contract activities as stated herein.

By:

Name: prof. Fabio Arena

Date:
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SOW: Cefiderocol Multi-Site and MIC Method Study 2024

Page 1 of 4

Statement of Work (SOW #1, SHIO-001-23, UF)

This Statement of Work is incorporated into and forms part of the Contract Service Agreement as

of the Effective Date between University of Foggia (UF) and Laboratory Specialists, Inc. (LSI)

Description of Services

Title

Multi-site Cefiderocol Testing by rBMD, ComASP and UMIC
for 33 Shionogi curated Method Validation Isolates

Objectives

Perform susceptibility testing (one of eight testing sites) for
comparison of cefiderocol results for three MIC methods
(CLSI Reference BMD [rBMD] and 2 Commercial MIC
Methods (ComASP and UMIC) against 33 method validation
isolates.

Details

Cefiderocol MIC testing includes testing of 33 Gram-
negative isolates and two quality control isolates (E. coli
ATCC 25922 and P. aeruginosa ATCC tested in triplicate (on
three separate days) by three methods (CLSI rim, ComASP
and UMIC. MIC reading will be in accordance with the
reading method as defined in the study protocol. For each
method, when reduced growth is seen, two different reads
will be recorded (100% inhibition and ignoring reduced
growth). Colony counts will be provided for all isolates for
the first replicate and for 6/35 isolates for replicates 2 and
3. Purity checks will be performed from the positive growth
well of all MIC panels. All testing is to be performed
according to the study protocol (Addendum 1).

Materials to be provided by LSI
or directly from European
suppliers including delivery date

Frozen reference BMD panels (LSI), Saline tubes (for
inoculum preparation and colony counts), cefiderocol
ComASP (Liofilchem), cefiderocol UMIC (Bruker). Delivery
dates to be determined.

Material to be provided by
Testing Site

Blood agar plates, inoculating loops and swabs, pipets,
pipet tips, and sterile reagent reservoirs

Approximate Start Date*

March 18, 2024

Approximate Completion Date*

April 19, 2024

Result Entry, Data File

agreement/SOW.

MIC results are to be entered into an Excel file provided by
LSI and sent back to LSI electronically (See result template
file: FDC Multisite Result Template.xIsx). The first day of
study results are to be provided to LSI for review prior to

proceeding with further testing.

*Study Timeline is dependent on supply/isolate shipments and receipt of study

Laboratory Specialists, Inc.
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Additional Requirements (if any)

Repeat testing may be required if quality control results are
outside of expected ranges and/or aberrant results are
obtained with any of the test isolates as determined by LSI’s
data review. Some additional plates and supplies will be
included in the supply shipments for potential repeat
testing. LSI will notify the testing site of any isolates that
require repeat testing and will request if possible that
repeat results are provided within a 2-week timeframe of
the notification.

Deliverables (in detail), date and
address for delivery

As specified in “Result Entry, Data File” section

Contact Details

LSI Contact details:

Laura M. Koeth

Laboratory Specialists, Inc.
26214 Center Ridge Rd.
Westlake, OH 44145

PH: 440-835-4458

FAX: 440-835-5786

Email: lkoeth@Ilabspec.org

Testing Site Contact details

Prof. Fabio Arena
University of Foggia

Via L. Pintono. 1

71122 Foggia — Italy

C/o Policlinico Riuniti

PH: +39 0881 588044
Email: fabio.arena@unifg.it

Compensation and Payment

Total compensation to be paid
by LSI for the services

$ 15,000.00

Payment Terms and Information

An invoice should be submitted for study payment upon
satisfactory completion of all testing.

Invoices should be sent to:
Accounts payable
Laboratory Specialists, Inc.
26214 Center Ridge Rd.
Westlake, OH 44145

Payment within 30 days receipt invoice

Laboratory Specialists, Inc.
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Execution:

THIS STATEMENT OF WORK IS EXECUTED by the authorized representatives of the Parties as of the
date first written above.

Signed for and on behalf of Signed for and on behalf of
Laboratory Specialists, Inc. University of Foggia
Department of Clinical and Experimental
Medicine
e
Signature Signature
Name: Laura Koeth Name: prof. Maurizio Margaglione
Title: President Title: Head of Department
Date: 06Mar24 Date:

Laboratory Specialists, Inc.
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Addendum 1

Study Protocol (See file: Cefiderocol Study Protocol, Multi-site and
MIC Study of 33 Validation Isolates v4.0.docx)

Laboratory Specialists, Inc.
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L3l Laboratory Specialists, Inc.

26214 Center Ridge Rd € Westlake, Ohio 44145
Phone (440) 835-4458 4 Fax (440) 835-5786 9 Email info@labspec.org

Protocol v4.0

Multi-site Cefiderocol Testing by BMD, ComASP and UMIC for 33

Shionogi curated Method Validation Isolates

LSI Study Number: SHIO-001-24

Purpose:

This study is to assess reproducibility of cefiderocol testing with iron-depleted cation-adjusted Mueller-
Hinton broth (ID-CAMHB) media prepared with novel method across eight laboratories using a set of 33
isolates curated by Shionogi and 2 quality control strains (£. coli ATCC 25922 and P. aeruginosa ATCC
27853). Each of 8 testing sites to be separately agreed by the parties will test each isolate in triplicate
with frozen reference BMD panels (provided by LSI and made with BD BBL cation adjusted Mueller
Hinton broth according to CLSI guidelines), Liofilchem ComASP panels (provided by Shionogi) and
UMIC panels (provided by Shionogi).

Methods:
Testing Sites:

I.

PN AN

Laboratory Specialists, Inc. (LSI), Westlake, OH USA, Primary Investigator: Laura M Koeth
Dr. Yvonne Pfeifer — Robert-Koch-Institut, Wernigerode, Germany

Fabio Arena, University of Foggia, Foggia, Italy

Emilia Cercenado, Hospital General Universitario Gregorio Marafion, Madrid, Spain

Mandy Wootton, Public Health Wales, UK

Patricia Simner, Johns Hopkins, Baltimore, USA

Romney Humphreys, Vanderbilt University, Nashville, USA

Jose Alexander, Advent Health, Orlando, USA

Antibiotic Supplier Concentration(s)

Cefiderocol Shionogi 0.016 — 256 pg/mL

Media Supplier

Iron-depleted cation adjusted Mueller Hinton broth (ID-CAMHB*) | Becton Dickinson

*According to CLSI M100Ed30, Appendix I (1) and MO7Ed11E, Appendix A (2)

Laboratory Specialists, Inc. January 31, 2024



Protocol: Cefiderocol Multi-site Shionogi Verification Set Testing 2024

Microorganisms:

33 isolates curated by Shionogi:

Study LS ORG | Hartford ID Organism Identification
Isolate # | Bank # | Code

1 11064 AB | AB 106 Acinetobacter baumannii
2 11065 AB | AB 118 Acinetobacter baumannii
3 11066 AB | AB 126 Acinetobacter baumannii
4 11067 AB | AB 132 Acinetobacter baumannii
5 11068 AB | AB 139 Acinetobacter baumannii
6 11069 AB | AB 141 Acinetobacter baumannii
7 11070 AB | AB 146 Acinetobacter baumannii
8 11071 AB | AB 148 Acinetobacter baumannii
9 11072 AB | AB 84 Acinetobacter baumannii
10 11073 AB | AB 87 Acinetobacter baumannii
11 11074 AB | AB 90 Acinetobacter baumannii
12 11075 EC | EC 455 Escherichia coli

13 11076 EC | EC 461 Escherichia coli

14 11077 EC | EC463 Escherichia coli

15 11078 EC | EC 465 Escherichia coli

16 11079 EC | EC 466 Escherichia coli

17 11080 KP | KP 528 Klebsiella pneumoniae

18 11081 KP | KP 532 Klebsiella pneumoniae

19 11082 KP | KP 534 Klebsiella pneumoniae

20 11083 KP | KP 542 Klebsiella pneumoniae

21 11084 KP | KP 549 Klebsiella pneumoniae

22 11085 PA | PSA 1559 Pseudomonas aeruginosa
23 11086 PA | PSA 1560 Pseudomonas aeruginosa
24 11087 PA | PSA 1562 Pseudomonas aeruginosa
25 11088 PA | PSA 1565 Pseudomonas aeruginosa
26 11089 PA | PSA 1568 Pseudomonas aeruginosa
27 11090 PA | PSA 1573 Pseudomonas aeruginosa
28 11091 PA | PSA 1574 Pseudomonas aeruginosa
29 11092 PA | PSA 1588 Pseudomonas aeruginosa
30 11093 PA | PSA 1595 Pseudomonas aeruginosa
31 11094 PA | PSA 1596 Pseudomonas aeruginosa
32 11095 PA | PSA 1597 Pseudomonas aeruginosa
33 11096 PA | PSA 1598 Pseudomonas aeruginosa

Quality control strains will be included on each day of testing:

Organism

CLSI QC Range (1)

E. coli ATCC 25922

0.06 — 0.5 ng/mL

P. aeruginosa ATCC 27853

0.06 — 0.5 pg/mL

Laboratory Specialists, Inc.
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Study Summary:

Inoculum preparation and plate inoculation
35 isolates x 3 days = 105 FDC results (x 2 tubes = 210 saline tubes)

Reference BMD and ComASP UMIC
1. Inoculum Tube 0.5 McFarland |:> 25 pL into 5 ml ID-CAMHB

500 pL into 10 mL saline

Reference BMD ComASP
10 pL/well 1. 400 pL into 3.6 mL ID-CAMHB
2. 100 pL/well

Colony counts:

Reference BMD only
1. 20 uL Positive Control Well into 10 mL Saline
2. 100 pL to blood agar plate (BAP)

Replicate 1 x 35 isolates=35 counts/saline tubes and BAP
Replicate 2 x 6 isolates (6 saline tubes)—1 from each genus and 2 QC organisms=6 counts/saline tubes and BAP
Replicate 3 x 6 isolates (6 saline tubes)—1 from each genus and 2 QC organisms=6 counts/saline tubes and BAP

Purity Checks:

Reference BMD, ComASP and UMIC

1 uL Positive Control Well (a 1 pL loop may be used) to blood agar plate and spread (multiple samples
can be transferred to the same plate)

Ambient Incubation:

Reference BMD ComASP UMIC
33-37°C for 16-20 hrs 34-38°C for 16-20 hrs  35-37°C for 18-24 hrs

MIC Plate Reading:
Reference BMD ComASP UMIC
Lowest concentration (first clear If trailing or reduced growth is If trailing or reduced growth is
well) where there is no trailing. If  pregent, record 2 MICs: present, record 2 MICs:
feduced growth is observed, record 1 " 100% inhibition 1. 100% inhibition
1.100% inhibition 2. Ignoring reduced growth 2. Ignoring reduced growth
2. Lowest concentration in which similar to reference BMD similar to reference BMD

reduction of growth corresponds
to a button <1 mm or light
haziness reduced growth).

Underlined text is the package insert stated reading method

Laboratory Specialists, Inc. January 31, 2024
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MIC Methods:

Each isolate will be tested in triplicate (1 replicate per day on 3 separate days) by reference broth
microdilution, ComASP BMD and UMIC BMD using the same initial suspension (equivalent to 0.5
McFarland standard).

A. Broth Microdilution
According to current CLSI guidelines, M7-A11 (2):

1. In atube of sterile normal saline, make an organism suspension to a density equivalent to a 0.5

McFarland standard (IOSCFU/mL). Inoculum should be prepared from blood agar plates
incubated for 18-24 hours.

2. Transfer 500 pL of organism suspension to 10 mL sterile normal saline tubes.

3. Pour organism suspension into sterile reagent reservoir and inoculate trays with 10 pL/well of
organism suspension.

4. Perform purity check and colony counts as described below

Purity checks will be performed for all testing. From the growth control well, remove a 1l
aliquot and streak for isolation onto a blood agar plate to confirm the purity of each inoculum.
Note: by sectioning the plate, multiple control wells can be inoculated on one plate. Incubate
overnight in ambient conditions at 35°C £2°C for 18-24hrs. Remove plate after incubation and
ensure the isolate is pure before reporting susceptibility results

Colony counts on replicate 1 should be performed on every organism tested (total of 35
colony counts for replicate 1). Colony counts for replicates 2 and 3 can be done on 1 of
each genus tested and all quality control organisms (total of 6 colony counts for replicate 2
and a total of 6 colony counts for replicate 3).

Colony count of final inoculum is determined as follows:

a) Transfer 20 pl from MIC well labelled POS CTRL into 10 mL tube of sterile saline (1:500
dilution)

b) Mix by vortexing for 10 seconds and 100 pL is transferred to a blood agar plate (1:10
dilution)

¢) Spread the inoculum on the plate with a loop and incubate overnight at 35°C in strain specific
conditions.

d) Count the colonies after incubation for 16-24 hrs (each colony representing 5,000 cfu in
original broth) and interpret as follows:

Number of colonies | Inoculum size (cfu/mL) Interpretation Action
<40 <2x 10° Inoculum too low Repeat test
40-160 2-8x 10° Correct inoculum range Accept results
>160 >8 x 10° Inoculum too high Repeat test

e) Seal trays. Stack (no more than 4 high) and place into the incubator.

f) Incubate under ambient conditions at 33-37°C for 16-20 hrs.

Laboratory Specialists, Inc. January 31, 2024
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5. Record the MIC according to the CLSI reading guidelines below:

H3 Determining Broth Microdilution End Points

The steps for reading and interpreting broth microdilution end points for cefiderocol when tested with ID-CAMHB are listed below

Step Action Comments
1 Ensure the growth-control well demonstrates adequate Viewing devices intended to facilitate reading microdilution
growth in the form of a button of approximately =2 mm, | tests and recording results may be used as long as there is no
or heavy turbidity. compromise in the ability to discern growth in the wells.
2 Compare the amount of growth in the wells containing Trailing growth can make endpoint determination difficult.
cefiderocol with the amount of growth in the growth- Trailing occurs most frequently with Acinetobacter spp. and
control well containing ID-CAMHE (no antimicrobial agent). | Pseudomonas aeruginosa.

Read the MIC as the lowest concentration of cefiderocol The laboratory may wish to perform repeat testing on
(first clear well) where there is no trailing (button < 1 isolates where trailing makes it difficult to determine an
mm) or light haziness observed. See Figures H1-H3. end point, especially if reduced growth is followed by an
increase in growth at higher concentration. See Figure H2-
If reduced growth is observed, read the MIC as the lowest | C.
concentration of cefiderocol in which the reduction of
growth compared to the growth-control well corresponds
to:
+ a button of approximately = 1mm (see Figure H2)
or
+ a light haze or faint turbidity with a significant
(eg 80%) reduction of growth compared to the
growth-control well (see Figure H3)
3 Interpret the results. Refer to the appropriate portion of Tables 2 for breakpoints.
Abbreviations: ID-CAMHB, iron-depleted cation-adjusted Mueller-Hinton broth; MIC, minimal inhibitory concentration.

MOTE: Information in boldface type is new or medified since the previous edition.
Footnote

a. Ensure all reagents (eg, deionized water to prepare acid and base and cation solutions) have been verified as having an iron content of
=0.03 mg/sL

Figure H1. Cefiderocol Test with a Clear End Point. The cefiderocol concentrations in wells A1 to A12 are 0.03 to 64 pg/mL. Row A shows the cefiderocol MIC at
0.5 pg/mL in well A5 (red circle). The growth-control well is B11 (black box).

1 2 3 4 5 6 7 8 9 10 11 12

“eee

Figure H2. Cefiderocol Test with Trailing End Point. Figure H2-A shows an example of a growth button with 1 mm diameter in proportion to the 7 mm diameter of a
well in a 96-well MIC panel. Figures H2-B and H2-C show MICs read at the first well corresponding to a button of £ 1 mm. Figure H2-B shows cefiderocol
concentrations of 0.03 to 64 pg/mL in wells Al to A12, with a cefiderocol MIC read at 0.25 pg/mL in well A4 (red circle); the growth-control well is B11 (black box).
Figure H2-C shows cefiderocol concentrations of 1 to 64 pg/mL in wells A2 to A8, with a cefiderocol MIC read at 16 pg/mL in well A6 (red circle); the growth-control
well is Al (black box).

H2-A H2B 1 2 3 4 5 6 7 8 9 10 11 12

Figure H3. Cefiderocol Test with Light Haze or Faint Turbidity. Figures H3-A and H3-B show cefiderocol concentrations of 1 to 64 pg/mL in wells A2 to A8 and
MICs read at the first well corresponding to the presence of light haze or faint turbidity with a significant (eg., 80%) reduction compared to the growth-control
well. Figure H3-A shows a cefiderocol MIC read at 32 pg/mL in well A7 (red circle); the growth-control well is Al (black box). Figure H3-B shows a cefiderocol
MIC read at 4 pg/mL in well A4 (red circle); the growth-control well is Al (black box).

H3-A

In order to determine where and extent of trailing for this study, if there is reduced growth (i.e., <l
mm or light haze/faint turbidity), record two results: 1. 100% inhibition and 2. ignoring the reduced
growth. Record the MIC results into the Results Excel File.

Laboratory Specialists, Inc. January 31, 2024
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B. ComASP Cefiderocol Method

Follow specific steps according to Liofilchem Package Insert in APPENDIX 1, with the
following exceptions:

1. Use organism suspensions prepared in step Al and step A2.

2. Purity checks will be performed for all testing. From the growth control well, remove a 1ul
aliquot and streak for isolation onto a blood agar plate to confirm the purity of each inoculum.
Note: by sectioning the plate, multiple control wells can be inoculated on one plate. Incubate
overnight in ambient conditions at 35°C £2°C for 18-24hrs. Remove plate after incubation and
ensure the isolate is pure before reporting susceptibility results.

3. Read the MIC as the lowest concentration of antibiotic that completely inhibits organism
growth (Clear End Point), in accordance with the package insert. If there is reduced growth
(i.e., <1 mm or light haze/faint turbidity), record two results: 1. 100% inhibition and 2.
ignoring the reduced growth. Record the MIC results into the Results Excel File.

C. UMIC Method:

Follow specific steps according to Bruker Package Insert in APPENDIX 2. with the following
exceptions:

1. Use organism suspension prepared in step Al.

2. Purity checks will be performed for all testing. From the growth control well, remove a 1l
aliquot and streak for isolation onto a blood agar plate to confirm the purity of each inoculum.
Note: by sectioning the plate, multiple control wells can be inoculated on one plate. Incubate
overnight in ambient conditions at 35°C + 2°C for 18-24hrs. Remove plate after incubation
and ensure the isolate is pure before reporting susceptibility results.

3. Read the MIC as the lowest concentration of antibiotic that completely inhibits organism
growth (Clear End Point), in accordance with the package insert. If there is reduced growth
(i.e., <1 mm or light haze/faint turbidity), record two results: 1. 100% inhibition and 2.
ignoring the reduced growth. Record the MIC results into the Results Excel File.

INTERPRETATION:
Cefiderocol MIC (ng/mL) Breakpoints
Organism FDA' CLSP®
£ S (<) I R (>) S (<) I R (>)
Enterobacteriales 4 8 16 4 8 16
P. aeruginosa 1 2 4 4 8 16
A. baumannii 1 2 4 4 8 16

Thttps://www.fda.gov/drugs/development-resources/fda-recognized-antimicrobial-susceptibility-test-interpretive-criteria
2CLSIM100 (1)

Laboratory Specialists, Inc. January 31, 2024
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MIC Plate Result Record Sheet
SITE NO:
Setup Tech Read Tech
Date: Initials: Date: Initials:

Circle MIC for each agent (if there is reduced growth, circle two reads: 1. 100% inhibition and 2.
ignoring the reduced growth.

Isolate
#
1 2 3 4 5 6 7 8 9 10 11 12
A FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC
1 2 1 2 1 2 1 2 1 2 1 2
B FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC
0.5 4 0.5 4 0.5 4 0.5 4 0.5 4 0.5 4
C FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC
0.25 8 0.25 8 0.25 8 0.25 8 0.25 8 0.25 8
D FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC
0.12 16 0.12 16 0.12 16 0.12 16 0.12 16 0.12 16
E FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC
0.06 32 0.06 32 0.06 32 0.06 32 0.06 32 0.06 32
F FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC
0.03 64 0.03 64 0.03 64 0.03 64 0.03 64 0.03 64
G FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC | FDC
0.016 | 128 | 0.016 128 | 0.016 | 128 | 0.016 128 | 0.016 128 | 0.016 | 128
H Pos FDC Pos FDC Pos FDC Pos FDC Pos FDC Pos FDC
Ctrl 256 Ctrl 256 Ctrl 256 Ctrl 256 Ctrl 256 Ctrl 256
Colony
Count

Laboratory Specialists, Inc.
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Materials Summary:
Material Manufacturer City, State Cat. # Lot # Exp. Date
Cefiderocol frozen panel LSI Westlake, OH SHIO-001-23 | 111623 RT: 2024-06
Cefiderocol (for injection) | Shionogi Osaka, Japan FETROJA 0018 2025-06
Calcium Chloride GFS Chemicals Powell, OH 19311 19400036 2025-05-19
Magnesium Chloride GFS Chemicals Powell, OH 77635 19070184 2025-05-21
Zinc Chloride GFS Chemicals Powell, OH 48806 18344711 2025-05-21
Chelex BioRad Hercules, CA 142-2842 64541138 2028-04-09
BBL CAMHB powder Becton Dickinson | Sparks, MD 212322 2095366 2025-10-31
Cefiderocol ComASP Liofilchem Abruzzi, Italy
Cefiderocol UMIC Bruker Bremen, Germany
Saline Tubes (10 mL)

Materials Required (but

not provided):

Blood agar plates
Multi-channel pipette
Pipette tips

Reagent reservoir (sterile)

References:

1. Clinical and Laboratory Standards Institute. Performance standards for antimicrobial susceptibility testing. 33™ Ed.
Approved standard, M100-S33, Clinical Laboratory and Standards Institute, Wayne, PA: CLSI; 2023.

2. Clinical and Laboratory Standards Institute. Methods for Dilution Antimicrobial Susceptibility Tests for Bacteria that
Grow Aerobically; Approved Standard-11th Edition. CLSI document M07-A11. Wayne, PA: CLSI; 2018.
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Appendix 1:
ComASP Cefiderocol Package Insert

E ComASP® Cefiderocol 0.008-128  Rxonly IVD

INDICATIONS FOR USE/INTENDED USE

The ComASF® Cefiderocal 0.008-128 is a quantitative broth microdilution method intended for the in vitro determination of
antimicrobial susceptibility of bacteria. ComASP® Cefiderocol consists of polystyrene microtiter panels containing
Iyophilized concentrations of cefiderocol and twbes of media (iron depleted cation adjusted Mueller Hinton brath), which
are used to determine the minimum inhibitory concentration (MIC) in pg/mL wsing overnight incubation and manual reading
procedures. ComASP® Cefiderocol at concentrations of 0.008-128 pg/mL should be interpreted at 16-20 hours of
incubation.

ComASP* Cefiderocol can be used 1o determine the MIC of cefiderocol against the following microorganisms for which
cefiderocol has been shown to be active clinically and in vitro according to the FDA drug approved label:

Acinetobacter baumannii complex
Escherichia cali

Enterchacter cloacae complex
Klehsiella pneumoniae

Protews mirabilis

Pseudomaonas aeruginosa

Serratia marcescens

PRINCIPLE OF THE METHOD

Each ComaASP” Cefiderocol panel includes cefiderocol across 15 two-fold dilutions from 0.008-128 pg/mL and a positive
control well in lyophilized form in two rows and the same well in the next two rows, allowing for lesling of two bacterial
isolates/panel. All wells are rehydrated with a standardized microbial suspension made in the iron depleted cation adjusted
Mueller Hinton broth provided. After incubation for 16-20 hours the MIC result is read at the lowest concentration that
completely inhibits growth.

REAGENTS

* 4 Panels of ComASP" Cefiderocol 0.008-128 (2 isolates can be tested on each panel; panels individually packed in foil
with silica gel desiccant)

= 8 Tubes of lron-Depleted Cation-Adjusted Mueller Hinton Broth (ID-CAMHB) (3.6 ml)
* Instructions Sheet (includes Test Results Form), available from waww liofilchem.com

DIRECTIOMNS FOR USE

Storage
Store ComASP® Cefiderocol 0.008-128 at 2-8°C in the original packaging. Do not use the panels beyond the expiry date
indicated on the label. Eliminate without using it if there are signs of deterioration.

Handling
Before using the ComASP® from an unopened package, visually inspect to ensure the package is intact. Do not use the
panels if the package has been damaged.

Precautions

The ComASP” is not classified as being hazardous according 1o current regulations. The ComASP” is a disposable product.
The ComASP* is only for diagnostic in vitro use and is intended for professional use. They must be used in the laboratory by
properly trained operators using approved aseptic and safety methods for pathogenic agents.

Per the FDA-Recognized Susceptibility Test Interpretive Criteria website, the safety and efficacy of antimicrobial drugs, for
which antimicrobial susceptibility is tested by this AST device, may of may not have been established in adequate and well-
controlled clinical trials for treating clinical infections due to microorganisms outside of those found in the indications and
usage in the drug label. The clinical significance of susceptibility information in those instances is unknown. The approved
labeling for specific antimicrobial drugs provides the uses for which the antimicrobial drug is approved.

1/4
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£ Liofilchem® - ComASP Cefideracal 0.008-128 — US IFL - Rev.0 / 2023-05

Materials Required but Mot Provided:

+ Suspension medium (sterile physiological saline) = pipeties

« McFarland turbidity stamdard ®  SCiss0Ms

= non-selective agar plates s Incubator (35 £ 2°C)

= Sterile loops, swabs (not too tightly spun) » Quality control organisms

e test tubes « Additional technical information from www.liofilchem.com

Panel preparation
Take a panel from its envelope and leave it at room temperature for 10 minutes.

Inoculum Preparation

Suspend well-isolated colonies from an overnight agar plate into physiological saline to achieve the twrbidity of the
recommended McFarland standard. Optimally, within 15 minutes of preparation, dilute the adjusted suspension 1:20 in
physiclogical saline; this will be the Solution A. Add 0.4 mL of Solution A 1o a tube of ID-CAMHE provided in the kit 1o
obtain the Solution B.

Inoculation
Dispense 100 pL of Solution B into each well.

in ovder to verify that your procedure gives the comect inoculum density in terms of CFUwell (2-8 x 10° CFUVYmL), perfarming regular
colomy counts i recommended.

Incubation
Cover the panel with the lid provided and incubate at 36 £2°C for 16-20 hours in ambient air. Do not stack panels more
than 4 high.

Eliminating Used Material
After use, ComASP™ and the material that comes into contact with the sample must be decontaminated and disposed of in
accordance with current laboratory technigques for the decontamination and disposal of potentially infected material.

Reading the MIC

Al the end of the incubation period observe the growth in the wells and read the MIC as the lowest concentration of
antibiotic that completely inhibits organism growth (Clear End Point). The positive control should show strong growth
ibutton of =2 mm or heavy turbidity). The result can be read visually. Reading by the naked eve can be improved by use of
bright indirect lighting against a dark background.

The growth-control well should be evaluated firsl. Make sure it is positive for growth. If not, check the viability of the
colonies picked and repeat the test using a microbial culture of recent growth.

Mote the results on the Test Results Form.

RESULT INTERPRETATION

FDA cefiderocol interpretive criteria (pg/ml)
Use the following breakpoinits 1o categorize the result according to the interpretive criteria (i.e., susceptible, intermediate or

resistant).

3 MIC Breakpoints (pg/mL)
Organism & A =
Enterobacterales 4 L] 16
FP. aeruginosa 1 2 4
A baumannii complex 1 2 4

US FDA Susceptibility Interpretive Criteria (STIC) Ref:
hittps: i fda. gow/STIC

Laboratory Specialists, Inc. January 31, 2024
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© Linfilchem®™ - ComASP Cefiderccol 00008-128 — US IFL - Rev 0/ 2023-05

QUALITY CONTROL

To check the performance of the ComASP® Cefiderocol result, test the following quality control strain(s). Patient isolate
results are considered satisfactory if the quality control resultis) fall within the expected rangels). Patient isolate results
should not be reported if the quality control results are outside of this stated QC range.

Quality Control Strain® Acceptable MIC range (pg/mL)
Escherichia coli, ATCC® 25922 0.06-0.5
Pseudomeonas aeruginosa, ATCC® 27853 0.06-0.5

“Strains recommended for routine QC with cefiderocol by CLSE M100-Ed33.

EXPECTED WALUES

Cefiderocol susceptibility will vary based on epidemiology at the geographic location and institution. Organism resistance
patterns will be directly related to the population of organisms at each site.

PERFORMANCE CHARACTERISTICS

Correlation to Reference Method

N % Essential Agreement % Category Agreement
Enterobacterales’ 210 95.7 92 .4
Pseudomaonas aeruginosa 126 937 92.1
Acinetobacter baumannii 92 96.7 91.3

'ComASP* Cefiderocol MIC values tended o be in exact agreement or at least one doubling dilution higher when
testing . mirabilis.

Reproducibility

97.4% of ComASP® Cefiderocol results for non-fastidious Gram-negative bacteria (2 A. baumannii, 1 E. coli, 2 K.
preumaoniae, 1 P. mirabilis, 3 F. aeruginosa and 1 5. marcescens, tested in triplicate at 3 sites on 3 days) were within a
doubling dilution of reference broth microdilution results.

REFERENCES

1. CLSI. Performance Standards for Antimicrobial Susceptibility Testing. 33rd ed. CLSI Supplement M1005. Wayne, PA:
Clinical and Laboratory Standards [nstitute; 2023,

2. CLSI. Methods for Dilution Antimicrobial Susceptibility Tests for Bacteria That Grow Aerobically. 11th ed. CLSI standard
MO7. Wayne, PA: Clinical and Laboratory Standards Institute; 2018,

Product Packaging Ref.
ComASP® Cefiderocol 0.008-128 4x2 tests 750090

Laboratory Specialists, Inc. January 31, 2024
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GLOSSARY OF TERMS

C Liofilchem™® « ComASP Cefiderocol 0008128 = US IFU = BeviD 202305

R, only

Prescription Llse Only

I Witre Diagnostic medical device

Catalogue number

Batch code

Dh neiat Feiese

Fragile, handle with care

Manufacturer

Use by

Cantains sufficient for <nz tests

Consult instructions for use

[ felal
<k 53]

Temperature limits

Revision History

Page 12 of 33

Revision

Release Date

Change Summary

]

2023-05

Mot applicable (First publication)

For all inquiries please fill out the form at hittps:/www liofilchem.com/en-us/contacts himl

Liodi lcheny®, the Liodi lchem company logo and ComASPE are registered trademarks of LIOFILCHEM s.r.L

Laboratory Specialists, Inc.

Mote: Minor typographical, grammar, and formatting changes are not included in revision

history.

Liofilchem” s.r.l.

Via Scozi, 64026 Roseto degli Abruzzi (TE) Baly
Tel. « 3% DASEYI0745
Headguanters, Manufacturing Site, international distribution
wawewliofilchem.com

Fax +39 DAFESI0I 30

Liofilchem, Inc.

465 Waverley Oaks Bd. Suite 317, Waltham, MA 02452, LISA
Phone 781-902-0312
LS Distrifurbion Center
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Appendix 2:
Bruker UMIC Cefiderocol Package Insert

BRUKER

REF | umcipo40

Instructions for Use

UMIC Cefiderocol

For in vitro diagnostic use

[ivo] Ce

Language: en

Revision B (March 2023)
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Bruker Daltonics GmbH & Co. KG

Legal and regulatory notices

Read this section before proceeding to the rest of the sections.
Copyright 2023

Bruker Daltonics GmbH & Co. KG

All other trademarks are the sole property of their respective owners.
All rights reserved

Reproduction, adaptation, or translation without prior wntten permission is prohibited, except as
allowed under the copyright laws.

Use of trademarks

The names of actual companies and products mentioned herein may be the trademarks of their
respective owners.

Hyperlink disclaimer

Bruker Daltonics GmbH & Co. KG makes no express warranty, neither wntten nor oral, and is neither
responsible nor liable for data or content from the linked Internet resources presented in this
document.

Page 2 of 21 UMIC Cefiderocol — Instructions for Use Rewvision B

Laboratory Specialists, Inc. January 31, 2024



Protocol: Cefiderocol Multi-site Shionogi Verification Set Testing 2024 Page 15 of 33
Bruker Daltonics GmbH & Co. KG

Document history

Title: Instructions for Use UMIC Cefiderocol
Revision: Revision B (March 2023)
First revision: May 2022
The following table describes changes from the previous revision of this document
Version Section Changes
B 35 Added section "Storage and stability”.
Revision B

UMIC Cefiderocol — Instructions for Use
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Bruker Daltonics GmbH & Co. KG

1 Intended purpose

The UMIC Cefiderocol is an in wiro diagnostic medical device for the quantitative susceptibility
testing of clinically relevant fast-growing aerobic Gram-negative bactena (Enterobacterales,
Pseudomonas aeruginosa, Acinetobacter baumanmi, Stenotrophomonas maltophilia ) against
cefiderocol using Iron-depleted CAMHB . Susceptibility is detected by determining minimum
inhibitory concentration according to EUCAST or CLSI guidelines. Cnly pure cultures obtained from
human test matenal can be used.

The test is not automated. The device is intended for laboratory professional use only. The results of
the test are intended solely as an aid to diagnosis for targeted antibactenal therapy and must not be
used as single source for diagnosis, freatment or patient management decision.

Revision B UMIC Cefiderocol — Instructions for Use FPage 5 of 21
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Bruker Daltonics GmbH & Co. KG

2 Precautions and warnings

2.1 General precautions

« UMIC Cefiderocol is for single use only. Do not re-usel

= Inspect the product on amval and do not use in case of damage. If the primary packaging
{aluminum composite foil pouch) is damaged, check the integnty of the sealing foil on the UMIC
Cefiderocol. If the sealing foil is undamaged, the UMIC Cefiderocol can be used. If the sealing foil
is damaged, discard the UMIC Cefiderocol.

=« Wear protective clothing and observe federal, state and local requlations.

» The Instructions for Use must be strictly adhered to; any dewviation can affect the quality of the
results.

» The test results should be interpreted by trained staff with experience in microbiology. Clinical
background, sample ongin, colony and microscopic morphology, and the identification result
need to be considered when interpreting the results.

2.2 Precautions for handling the product

= Do not use for other purposes than the intended use.
« Do not pipette reagents by mouth.

« Carefully cut the sealing foil without damaging the sealing foil of the adjacent stnps. Strips with
damaged sealing foil should not be used later, because there could be a loss of drug activity.

2.3 Precautions for handling specimens

Samples, bacterial cultures, and inoculated UMIC Cefiderocel should be treated as potentially
biohazardous and should be handled properly by appropriately qualified and trained staff while
observing all relevant precautions. Use aseptic technique throughout the whole test procedure. For
more information, see the cument version of “BioSafety in Microbiological and Biomedical
Laboratories, HHS publication (CDC)Y or the relevant national regulations. After reading and
evaluating the test results, all samples and inoculated or contaminated items should be autoclaved,
incinerated, or treated with a bactericidal disinfectant solution before disposal.

Dispose of transport and secondary packaging of the UMIC Cefiderocol according to the local waste
disposal regulations.

Page 8 of 21 UMIC Cefiderocol — Instructions for Use Rewision B
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Bruker Daltonics GmbH & Co. KG

3 Product description

3.1 Summary and explanation

Cefiderocol is a cephalosporin anfibiotic that uses a siderophore sidechain to force entry into
bactenal cells. At low iron concentrations in the surmounding medium, bactenia use siderophores to
effectively capture iron and transport it into their cells. In case of cefiderocol, this mechanism is used
to push the whole molecule including the antibiotic into the cell. To provide low iron concentrations
when testing susceptibility against cefiderocol, it is vital that Iron-depleted CAMHB is used. lron-
depleted CAMHB is Mueller Hinton Broth (MHB) from which cations have been removed, leading to
low concentrations of Fe®*, Ca®*, Mg®* and Zn”*. The UMIC Cefiderocol should be used with cation-
adjusted MHB {CAMHB; that has been reconstituted to contain 20-25 mg/L of Ca®*, 10-12.5 mg/L of
Mg** and 0.5-1 mg/L Zn**_ Iron concentrations will be < 0,03 mg/L.

Cefiderocol is indicated for the treatment of infections caused by Gram-negative multi-drug resistant
bactenia, see section 1. It retains activity against bactena producing senne carbapenemases,
metallo-beta lactamases and extended-spectrum beta lactamases. It thus provides a treatment
option for complicated uninary tract infections and bactenal pneumonia caused by Gram-negative
multi-drug resistant bacteria.

3.2 Test principle

The UMIC Cefiderocol is a test system that is used for the determinafion of minimum inhibitory
concentration (MIC). The MIC is defined as the lowest concentrafion of an antibiofic that inhibits
visible bactenal growth. MIC determination with the UMIC Cefiderocol is based on broth
microdilution (BMD) which allows for a quantitative test result regarding susceptibility against
cefiderocol for the tested isolate. Cefiderocol is vacuum-dned in 12-well-stnps. Eleven wells contain
antibiotic, while the twelfth well is the growth control. Cefiderocol is rehydrated by the addition of
Iron-depleted CAMHE , inoculated with the bacteria to be tested. After inoculation, strips are
incubated for 18-24 hours at 35-37 °C and results are read visually for MIC determination.

3.3 Kit contents

Each pack is sufficient for 40 susceptibility tests and contains:

= 5 UMIC Cefiderocol plates, each containing 8 test stnps with 12 wells. Each sirip contains
cefiderocol for final concentrations ranging from 0.03 o 32 mg/L.

- Lid and frame

« Certificate of Analysis
= Instructions for Use
Results Sheet

Revision B UMIC Cefiderocol — Instructions for Use Page T of 21
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Bruker Daltonics GmbH & Co. KG

3.4 Materials required but not included

=« Iron-depleted CAMHB (E2-333-020); manufacturer: Bruker Daltonics GmbH & Co. KG

Note Determination of valid MIC values using the UMIC Cefiderocol test system requires the
usage of the lron-depleted CAMHB manufactured by Bruker Daltonics GmbH & Co. KG.

Note The exact composition of lron-depleted CAMHB is confidential.

Media Ingredients
Iron-depleted CAMHB Beef extract
Acid hydrolysate of casein
Starch

» Blood agar without additives

Note Use of agar media other than blood agar without additives requires validation by the user.
= NaCl0.9%, pH55t065

Adjustable pipette, e. g. 20-200 pL, incl. pipette tips

= McFarland standard 0.5 or densitometer
= Incubator

= Inoculation loops

« Merker pen

= Optional: UMIC Box Cefiderocol

3.5 Storage and stability

On receipt, UMIC Cefiderocol must be stored at 15-25 °C in the oniginal packaging. For total sheli-life
of the UMIC Cefiderocel stored as labeled, follow the expiration date printed on the product
packaging label. Unused UMIC Cefiderocol strips remain usable for up to 2 months after opening
when stored in the resealable original packaging.

Page 8 of 21 UMIC Cefiderocol — Instructions for Use Rewision B
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4 Quality control

Strips and reagents are subjected to several quality inspections, systematically executed duning
various production stages. Bactenological quality control can be performed using the following

strains:
Strains ATCC' No. DSMZ? No.
Escherichia coli ATCC 25922 DSM 1103
Pseudomonas aeriginosa ATCC 27853 DSM 1117

MIC results of the control strains should fall within the quality control ranges of the respective drug
tested as specified in the relevant standard.

1ATCC=American Type Culfure Collection
2DSMZ=Deutsche Sammiung von Mikroorganizmen und Zeilkulfuren GmbH (German Collection of Microorganizmea and

Cell Cultures Lfd.)

Revision B
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FPage 8of21

Laboratory Specialists, Inc.

January 31, 2024



Protocol: Cefiderocol Multi-site Shionogi Verification Set Testing 2024 Page 22 of 33

Bruker Daltonics GmbH & Co. KG

5 Specimen requirements

Use axenic cultures from blood agar without additives that are not older than 24 hours.

Page 10 of 21 UMIC Cefiderocol — Instructions for Use Rewvision B
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6 Test procedure
This section describes all the steps that are necessary for using the UMIC strips.

6.1 Preparing the inoculum

Provide a tube with 2-5 mL NaCl 0.9%, pH 5.56.5.

Provide a tube with 5 mL Iron-depleted CAMHE.

1. Pick several single colonies from an 18-24-hour-old pure culture from blood agar without
additives.

2. Homogenize the colonies well in 2-5mL NaCl 0.9% until the turbidity matches to a McFarland
standard of 0.5.

3. Pipette 25 pl of the bacterial suspension into 5 mL Iron-depleted CAMHE and homogenize well.

6.2 Inoculating the strips

Remove the UMIC Cefiderocol test strips from their resealable packaging max. 30 minutes before
use.
1. Cut the sealing foil and remove the strips from the frame.

2. Put the remaining strips back in the resealable packaging immediately and seal the packaging
tighthy.

3. Insert the strips into the empty frame that is supplied with the pack. The printed marking *CID" on
each strip must be on the left side of the frame.

4. Remove the sealing foil and note the sample number on the respective strip to prevent mixing up
of samples.

5. Inoculate each well of each test strip with 100 pL of the prepared suspension.

6.3 Sealing and incubation

1. After inoculation, seal the sirips by placing the lid on the frame.

2. Incubate the test sirips at 35-37 °C under aerobic conditions for 18-24 hours in humid
atmosphere (e. g. UMIC Box Cefiderocol).

6.4 Reading

1. Remove the lid.
2. Wipe the bottom of the strips.

3. Visually read the strips and document the results. Growth is indicated either by turbidity or by cell
deposit at the bottom of the wells. To read MIC results in accordance with EUCAST and/or CLSI,
consult the relevant standards and guidance documents, see section 11.

Note Growth must be wvisible in the growth control, otherwise the test must be repeated.

Revision B UMIC Cefiderocol — Instructions for Use Page 11 of 21
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6.5 Analysis

Document the results on the product-specific Results Sheet and interpret the MIC values according
to the currenthy valid international CLSI or EUCAST standards. The Results Sheet is not part of this
Instructions for Use.

Page 12 of 21 UMIC Cefiderocol — Instructions for Use Revwvision B
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7 Evaluating results

Occasionally, skipped wells can occur within a test stnp. A skipped well is charactenized by lack of
growth in one or more wells of an antibiotic senial dilution while the wells of the next lowerhigher
concentration show growth. The reasons for skipped wells are diverse: heteroresistance,
inhomogeneous inoculum or inhomogeneous inoculation of the wells, etc.

For UMIC Cefiderocol test strips, a single skipped well in a senal dilution can be ignored. The
concentration of the well after which no more wvisible growth is detectable can be read as the MIC

value. If several skipped wells occur in a senal dilution, the sample and test preparation must be
repeated.

Revision B UMIC Cefiderocol — Instructions for Use Page 13 of 21
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8 Troubleshooting

Issue Recommendation

MIC wvalues of|Make sure that lron-depleted CAMHB manufactured by Bruker Daltonics GmbH &

quality control | Co. KG was used.

strains are out g : ; ; ;

of range Ensure that the test stnps are aligned comectly when inserting them into the
frame. The printed marking “CID” on each stnp must be on the left side of the
frame.
Pre-heat the Iron-depleted CAMHB before use. Incubate at 35-37 °C for 1 hour.

Skipped wells | Take care that no drops of bacterial suspension remain at the edges of the wells
after you have inoculated the test strips. Drops at the edges of the wells may not
have contact with the antibictic.

Insufficient Make sure to adjust the NaCl suspension exactly to McFarland standard 0.5

growth in the | Homogenize the prepared suspension sufficiently. If stock cultures are being

positive control |used, freshly inoculate a blood agar plate without additives and use after
incubation at 35-37 °C for no more than 24 hours. The incubation time of the
UMIC Cefiderocol must not be less than 18 hours.

Suspected Inoculate a blood agar plate without additives with the bacterial suspension for

contamination | punty control.

Wellsdryout | Incubate in a humidity chamber.

Page 14 of 21
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9 Limitations of the method

Cefiderocol concentrations 0.03 pg/mil, 0.06 pg/mil, and 0.125 pgiml are for quality control strains
only, see section 4. Results for clinical isolates in this range are reported as =0 25 pg/ml. MIC values
that are smaller than 0.03 pg/ml or larger than 32 pg/ml cannot be measured.
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10 Performance characteristics

The general requirements of IS0 20776-1, IS0 20776-2 and/or EUCAST or CLSI apply.

For clinical performance, an Essential Agreement of 90.8% and bias of -9.9% were determined. All
parameters also fulfill the requirements of 150 20776-2:2021.

Analytical performance was shown to fulfill all requirements. In detail, repeatability was 100%.
Reproducibility (day-to-day, site-to-site, and operator-to-operator) was 97.6% and run-to-run
reproducibility was 95.5%. Lot-to-lot reproducibility was 100%. All parameters fulfill the = 95%
requirement.

UMIC Cefiderocol used in conjunction with Iron-depleted CAMHB shows no cross-reactivity or
interference with other substances, which means that analytical specificity is not applicable.
Analytical sensitivity is also not applicable, as the product is read visually.
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11 References

Note The standards and guidance documents listed below are subject fo update.

« lto A, Mishikawa T., Matsumoto 5., et al. Siderophore cephalosporin cefiderocol utilizes fernc
iron fransporter systems for antibacterial activity against Pseudomonas aemuginosa.
Antimicrobial Agents Chemotherapy. 2016; 60(12): 7396-7401

« Zhanel G. G, Golden A. R, Zelenistky S_, et al. Cefiderocol: a siderophore cephalosponn with
activity against carbapenem-resistant and multidrug-resistant Gram-negative bacilli. Drugs.
2019; 79(3): 271-289

« |50 20776-1— Clinical laboratory testing and in vitro diagnostic test systems — Susceptibility
testing of infectious agents and evaluation of performance of antimicrobial susceptibility test
devices — Part 1: Reference method for testing the in vitro activity of antimicrobial agents against
rapidly growing aerobic bactenia involved in infectious diseases.

= IS0 20776-2 — Clinical laboratory testing and in vitro diagnostic test systems — Susceptibility
testing of infectious agents and evaluation of performance of antimicrobial susceptibility test
devices — Part 2: Evaluation of performance of anfimicrobial susceptibility test devices.

= Eurcpean Committee on Antimicrobial Susceptibility Testing (EUCAST), Breakpeint tables for
interpretation of MICs and zone diameters.

« European Committee on Antimicrobial Susceptibility Testing. Routine and extended intemal
quality control for MIC determination and disk diffusions as recommended by EUCAST.

« European Committee on Antimicrobial Susceptibility Testing. Guidance document on broth
microdilution testing of cefiderocol.

= European Committee on Antimicrobial Susceptibility Testing (EUCAST). EUCAST guidelines for
detection of resistance mechanisms and specific resistances of clinical and/or epidemiological
importance.

= Performance Standards for Antimicrobial Susceptibility Testing; CLSI Document M100.
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12 Abbreviations

ATCC American Type Culture Collection
BMD Broth Microdilution
CLSI Clinical and Laboratory Standards Institute
DSMZ Deutsche Sammilung von Mikroorganismen und Zellkulturen
EUCAST European Committee on antimicrobial susceptibility testing
CID Cefiderocol
Iron-depleted CAMHE | Iron-depleted Mueller Hinton Broth, cation-adjusted
IFU Instructions for use
IS0 Intemational Organization for standardization
MIC Minimum inhibitory concentration
MA Mot applicable
MaCl Sodium chlonide
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13 UMIC Cefiderocol short instruction

Inoculum preparation

Test preparation

Inoculation

Incubation

Reading

Revision B

Provide MaCl 0.9%, ID-CAMHE and bacteria on blood

agar plate nol ohder than 24 hours
(Enterchacterales, Pseudomanas sergingsa,

Acinelobacter baumannii, Stenotraphamenas maltaphiia)

1 strip = 1 test

}

Suspend bacteria in 2-5 ml 0.9% NaCl and adjust
to MoFarland standard 0.5

}

Use 25 pl to inoculate 5 mL of
Iron-depleted CAMHE

)

Insart strip in the correct orientation into the frame

}

Pipette 100 gL inte each well of the sirip

I

Flace in humidity chamber and incubate at 35-37°C

under aerobic conditions for 18-24 hours

I

Visually read and document MIC resulls
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14 Symbols

Symbol | Description
® Do not re-use
Contains sufficient for <n= tests
Temperature limit

Consult Instructions for Use

Caution

Use-by date

Batch code

In vitro diagnostic medical device

Catalog number

&TIN Global Trade e Number

Manufacturer

AEENE
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15 Manufacturer

Bruker Daltonics GmbH & Co. KG
Fahrenheitstralie 4

28359 Bremen

Germany

Support

Email:  micronaut support@bruker.com
Phone: +494212205-1401

Sales Information

Email: ms.sales bdal@bruker.com
Phone: +49421 2205-0
Web:  www_bruker com/microbiology

For Australian customers:

Bruker Pty. Ltd.

1/28a Albert Street Support (hardware and software) Sales

Freston Email: bictyper.anz@bruker.com Email: sales.anzi@bruker.com
\ictoria 3072 Phone: +31 (1800) 171-247 Phone:  +81 (1B00) 278-537
|Australia Fax: +61 (03) 8474-7070

Descriptions and specifications supersede all previous information.

& Copyright 2023 Bruker Daltonics GmbH & Co. KG
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