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Meeting Title:  Subcommittee on Antimicrobial 
Susceptibility Testing (AST)  

Contact:  
  
  

egomez@clsi.org  
  

Meeting Location:  Dallas, Texas, USA 

Meeting Dates and 
Times: All times are 
Central  Standard 
(US) time.  

Plenary 1: Monday, 2 June 2025, 7:30 AM ð 12:00 PM  
Plenary 2: Monday, 2 June 2025, 1:00 ð 5:30 PM 
Plenary 3: Tuesday, 3 June 2025, 7:30 AM ð 12:00 PM 

Meeting Purpose:  The purpose of this meeting is to review and discuss AST Working Group and 
Subcommittee  business in preparation for publication of the next edition of 
M100 (36th).   

Requested 
Attendee(s):  

SC Chairholder, Vice-Chairholder, Secretary, Members, Advisors, and 
Reviewers; Expert Panel on Microbiology Chairholder and Vice-Chairholder; 
Other Interested Parties; CLSI Staff  

Attendee(s):  

0BAmy J. Mathers, MD, D(ABMM) 
1BAST Subcommittee Chairholder  

University of Virginia Medical Center  

2BJames S. Lewis, PharmD, FIDSA   
3BAST Subcommittee Vice -Chairholder  

Oregon Health and Science University  

4BAlexandra L. Bryson, PhD, D(ABMM)  
AST Subcommittee Secretary  

Virginia Commonwealth University Health  

Members Present:  

Kevin Alby, PhD, D(ABMM) University of North Carolina Hospital  

April M. Bobenchik, PhD, D(ABMM) 
Penn State Health, Milton S. Hershey Medical 
Center 

Shelley Campeau, PhD, D(ABMM) Scientific and Medical Affairs Consulting, LLC 

Tanis Dingle, PhD, D(ABMM), FCCM Alberta Precision Laboratories  

German Esparza, MSc Proasecal SAS Columbia 

Mark Fisher, PhD, D(ABMM) ARUP 

Stephanie Mitchell , PhD, D(ABMM) Cepheid 

Navaneeth Narayanan, PharmD, MPH 
Rutgers University , Ernest Mario School of 
Pharmacy 

Elizabeth Palavecino, MD Wake Forest Baptist Medical Center 

Virginia M. Pierce, MD, FIDSA University of Michigan Medical School 

Audrey N. Schuetz, MD, MPH, D(ABMM) Mayo Clinic (Rochester, MN) 

Patricia J. Simner, PhD, D(ABMM) Johns Hopkins University School of Medicine, 
Department of Pathology  

Pranita D. Tamma, MD, MHS John Hopkins University School of Medicine, 
Department of Pediatrics  

Members Absent:  

Joseph D. Lutgring, MD Centers for Disease Control and Prevention  

Advisors Present : 

Mariana Castanheira, PhD Element/ JMI Laboratories 

Sharon K. Cullen, BS, RAC Beckman Coulter, Inc. Microbiology Business 
(retired contractor)  

Lindsay Donohue, PharmD, BCIDP University of Virginia Medical Center 

Rebekah Dumm, PhD, D(ABMM) Washington University School of Medicine 

Andrea L. Ferrell, MLS(ASCP) BD 

Elizabeth Hirsch, PharmD University of Minnesota 

Andre Hsiung, M(ASCP), MS, MBA Hardy Diagnostics 

Antonieta Jimenez Pearson, MQC, PhD INCIENSA 

Kristie Johnson, PhD, D(ABMM) University of Maryland 

mailto:egomez@clsi.org
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William Miller , MD Methodist Hospital 

Samia Naccache, PhD, M(ASCP), D(ABMM) LabCorp 

Mike Satlin, MD Weill Cornell Medicine  

Jolyn Tenllado bioMérieux 

Katsunori Yanagihara, MD, PhD Japanese Society for Clinical Microbiology  

Barbara L. Zimmer, PhD Beckman Coulter 

Advisors Absent:  

Amelia S. Bhatnagar, MPH Centers for Disease Control and Prevention 

Marcelo Galas, BSc Pan American Health Organization 

Soren Gatermann, PhD EUCAST 

Romney M. Humphries, PhD, D(ABMM), FIDSA, 
FAAM 

Vanderbilt University Medical Center  

Dmitri Iarikov, MD, PhD FDA Center for Drug Evaluation and Research 

Thomas J. Kirn, MD, PhD Rutgers Robert Wood Johnson Medical School 

Joe Kuti, PharmD, FIDP, FCCP Consultant 

Maria Machado Centers for Disease Control and Prevention 

Brigit Quinn, MS SeLux 

Ribhi Shawar, PhD, D(ABMM), F(AAM) FDA Center for Devices and Radiological Health 

Melvin P. Weinstein, MD Robert Wood Johnson University Hospital 

Reviewers and Guests (Non -SCðroster attendees): see Plenary Attendee List below  

Staff:  

Kristine D. Bell, MBA, MLS(ASCP)DLM CLSI 

Emily Gomez, MS, MLS(ASCP)MB CLSI 

Barb Jones, PhD CLSI 

Christine Lam, MT(ASCP) CLSI 
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Plenary Agendas 
 

5B5BPLENARY AGENDA: SESSION 1 ð IN PERSON 
6B6BMonday, 2 June 2025  

7B7B7:30 A M ð 12:00  PM 
8B8BCentral Standard Time  (US) 

Time Item  Presenter  Page 

7:30 AM ð 7:40 AM 
(10 min) 

Opening Remarks A. Mathers 7 
 

7:40 AM ð 7:45 AM 
(5 min) 

Approval of Meeting Agenda A. Mathers 7 

7:45 AM ð 7:55 AM 
(10 min) 

CLSI Welcome and Update B. Jones 7 

7:55 AM ð 8:05 AM 
(10 min) 

AST Subcommittee Update E. Gomez 8 

8:05 AM ð 8:15 AM 
(10 min) 

Expert Panel on Microbiology Update A. Schuetz 
 

11 

8:15 AM ð 8:25 AM 
(10 min) 

Veterinary AST Subcommittee Update R. Bowden 13 

8:25 AM ð 8:55 AM 
(30 min) 

Investigational Only Breakpoints Update  A. Mathers 19 

8:55 AM ð 9:30 AM 
(30 min) 

Joint CLSI-EUCAST WG J. Hindler  
E. Matuschek 

23 

9:30 AM ð 10:00 AM 
(30 min) 

Break   

10:00 AM ð 10:30 AM 
(30 min) 

Anaerobe WG D. Carpenter 
S. Copsey-Mawer 

28 

10:30 AM ð 12:00 PM 
(1 hr 30 min)  

Quality Control WG S. Cullen 
C. Pillar  

31 

    

9B9BPLENARY AGENDA: SESSION 2 ð IN PERSON 
10B10BMonday, 2 June 2025 

1:00 PM ð 5:30  PM 
11B11BCentral Standard Time  (US) 

Time Item  Presenter  Page 

1:00 PM ð 3:00 PM 
(2 hr) 

Breakpoints WG: Part 1 N. Narayanan 
M. Satlin 

55 
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3:00 PM ð 3:20 PM 
(20 min) 

Break   

3:20 PM ð 5:30 PM 
(2 hr) 

Breakpoints WG: Part 2 N. Narayanan 
M. Satlin 

55 

    

12B12BPLENARY AGENDA: SESSION 3 ð IN PERSON 
13B13BTuesday, 3 June  2025 

7:30  AM ð 12:00  PM 
14B14BCentral Standard Time  (US) 

Time Item  Presenter  Page 

7:30 AM ð 9:30 AM 
(2 hr) 

Methods WG: Part 1 T. Dingle 
K. Johnson 

115 

9:30 AM ð 9:50 AM 
(20 min) 

Break   

9:50 AM ð 10:50 AM 
(1 hr) 

Methods WG: Part 2 T. Dingle 
K. Johnson 

115 

10:50 AM ð 11:20 AM 
(30 min) 

Text and Tables WG A. Bobenchik 
S. Campeau 

151 

11:20 AM ð 11:50 AM 
(30 min) 

Outreach WG J. Hindler  
A. Schuetz 

157 

12:00 PM Closing Remarks A. Mathers 161 
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Summary of Voting Decisions and Action Items  
 

Summary of Passing Votes 

# Motion Made and Seconded  Resultsa Pageb 

1.  To approve the June 2025 meeting agenda. 12-0-0-2 7 

2.  To revise the CLSI M100 investigational breakpoint definition to read, òAntimicrobial agents that are 
investigational for the organism group designated by òInv.ó in Tables 2 have not yet been approved any 
regulatory agency.ó and to form an hoc working group to review investigational (I nv.) antimicrobial agents  to 
align with the CLSI M23 investigational breakpoint  definition . 

13-0-0-1 22 

3.  To approve the objective for the Joint CLSI EUCAST Working Group as òRespond to differences between CLSI and 
EUCAST AST methods to determine if harmonization can be achieved as determined by the AST Subcommittee.ó 

12-0-0-2 23 

4.  To approve the updated anaerobe antibiogram with an introductory paragraph and discussed footnotes and to 
align with the CLSI M45 species.  

13-0-0-1 30 

5.  To accept the GDC-0829 MIC QC range for E. coli  ATCC 25922 (0.12ð0.5 µg/mL) . 13-0-0-1 34 

6.  To accept the GDC-0829 MIC QC for P. aeruginosa ATCC 27853 (0.25-2 µg/mL) with the comment, òP. aeruginosa 
ATCC 28753 range is 0.25-2 µg/mL with mode 0.5 -1 µg/mL. Results at 0.25 µg/mL and 2 µg/mL were seen less 
frequently in Tier 2 studies and if observed frequently in routine testing, consider troubleshooting. ó. 

13-0-0-1 35 

7.  To accept the  aztreonam-nacubactam disk (10/20 µg) diffusion  QC for P. aeruginosa ATCC 27853 (17-23 mm), K. 
pneumoniae ATCC 700603 (20-26 mm), and K. pneumoniae BAA-2814 (18-26 mm) with comment about reading 
the colonies with in the  inner zone.  Identify K. pneumoniae ATCC 700603 and K. pneumoniae BAA-2814 as QC 
strains for routine QC with green shading.  

13-0-0-1 37 

8.  To amend the previously approved motion (#7) and not add a comment about reading the colonies with in the  
inner zone for aztreonam-nacubactam disk diffusion  QC. 

13-0-0-1 37 

9.  To accept the  cefepime-nacubactam disk (10/20 µg) diffusion QC for P. aeruginosa ATCC 27853 (21-29 mm), K. 
pneumoniae ATCC 700603 (24-29 mm), and K. pneumoniae BAA-2814 (20-27 mm) and for the QC Working Group 
to revisit the E. coli  ATCC 25922 data for January 2026. Identify K. pneumoniae BAA-2814 as QC strain for routine 
QC with green shading. 

13-0-0-1 39 

10.  To accept the spectinomycin disk (100 µg) diffusion QC for Neisseria gonorrhoeae ATCC 49226 (24-30 mm). 12-0-0-2 43 

11.  To add the footnote for Table 5A -1 cefiderocol MIC QC with mode 0.12-0.25 µg/mL as òP. aeruginosa ATCC 27853 
is recommended for routine QC (0.06 -0.5 µg/mL, mode 0.12 -0.25 µg/mL). Additional investigation may be 
required if frequent MIC results at 0.06 µg/mL or 0.5 µg/mL are observed (for troubleshooting, see Table 5G).ó 

9-4-0-1 49 

12.  To amend the previously approved motion #11 and accept  the Table 5A-1 cefiderocol QC footnote  as òP. 
aeruginosa ATCC 27853 is recommended for routine QC (0.06-0.5 µg/mL, mode 0.12 -0.5 µg/mL). Frequent MICs 
at 0.5 µg/mL may be observed with some media manufacturers , which may result in falsely elevated MICs when 
testing clinical isolates  (eg, false resistant results) .ó 

13-0-0-1 49 

13.  To add reference to CLSI M02 and M07 Quick Guides in Tables 4D and 5G, respectively.   12-0-0-2 51 

14.  To accept the aztreonam -avibactam MIC breakpoints (S Ò 4/4, I 8/4, R Ó 16/4 µg/mL) for Enterobacterales.  11-2-0-1 62 
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Summary of Passing Votes 

15.  To accept the aztreonam -avibactam disk diffusion breakpoints (S Ó 25 mm, I 22-24 mm, R Ò 21 mm) for 
Enterobacterales with the comment, òDisk diffusion may overcall resistance. Confirmatory testing with an MIC 
method can be performed on isolates that test intermediate by disk diffusion. ó and wordsmithing of comment to 
be similar to ceft azidime-avibactam. 

13-0-0-1 66 

16.  To place aztreonam-avibactam in Table 1 Tier 3 with other novel Ɲ-lactamase/Ɲ-lactamase inhibitors.  12-0-0-2 66 

17.  To accept the trimethoprim -sulfamethoxazole MIC breakpoints (S Ò 0.5, I 1, R Ó 2 µg/mL) for Ɲ-hemolytic 
streptococci with the first comment with only second sentence, the second comment without òuncomplicatedó 
and reword as ònot routinely reported other thanéó to match other comments in M100, the Table 1 comment, 
and placement in  Table 1 Tier 4.  

10-3-0-1 67 

18.  To form an ad hoc working group to review oral cephalosporin breakpoints.  13-0-0-1 81 

19.  To accept the ceftriaxone  MIC breakpoints for Neisseria gonorrhoeae (S Ò 0.12, I 0.25, R Ó 0.5 ĳg/mL) based on a 
dosage of 500 mg and removal of the disk diffusion breakpoints with a comment about pending disk diffusion 
breakpoint review.  

13-0-0-1 94 

20.  To accept the cefixime MIC breakpoints for Neisseria gonorrhoeae (S Ò 0.06, I 0.12, R Ó 0.25 ĳg/mL) based on a 
dosage of 800 mg and removal of the disk diffusion breakpoints with a comment about pending disk diffusion 
breakpoint review.  

13-0-0-1 94 

21.  To remove the tetracycline urine breakpoints for Acinetobacter spp. 13-0-0-1 97 

22.  To add the minocycline breakpoints comment for Acinetobacter spp. 13-0-0-1 98 

23.  To accept the amikacin MIC breakpoints ( S Ò 8, I 16, R Ó 32 ĳg/mL) for Acinetobacter  spp. based on a dosage of 
20 mg/kg/day.   

13-0-0-1 104 

24.  To accept the amikacin disk diffusion breakpoints (S Ó 20, I 17-19, R Ò 16 mm) for Acinetobacter  spp.  13-0-0-1 106 

25.  To accept the gentamicin and tobramycin MIC breakpoints (S Ò 2, I 4, R Ó 8 ĳg/mL) for Acinetobacter spp. based 
on a dosage of 7 mg/kg/mL . 

13-0-0-1 110 

26.  To accept the gentamicin disk diffusion breakpoints (S Ó 19, I 14-18, R Ò 13 mm) for Acinetobacter spp. 13-0-0-1 111 

27.  To accept the tobramycin disk diffusion breakpoints (S Ó 17, I 13-16, R Ò 12 mm) for Acinetobacter  spp. 13-0-0-1 113 

28.  To approve the early growth AST methods phase 1 study as proposed, to consider additional time points for QC, 
and to return to the Subcommittee for approval for phase 2.  

12-1-0-1 117 

29.  To discontinue the high cefazolin inoculum effect method study and disband the ad hoc working group until more 
data is available.  

10-3-0-1 123 

30.  To accept the expected resistance definition.  10-3-0-1 131 

31.  To include the resistance  (R) for cephalosporins, cephamycin, and aminoglycosides for Salmonella/Shigella  with 
a footnote warning in the intrinsic resistance table and Table 1A.  

13-0-0-1 122 

32.  To accept the piperacillin -tazobactam 16-18 hour direct blood culture disk diffusion breakpoint (R Ò 17 mm) for 
Enterobacterales with Proteus spp. included.  

13-0-0-1 142 

33.  To remove the Burkholderia cepacia  complex ECVs. 13-0-0-1 148 
a Key for voting: X -X-X-X = For-against-abstention -absent  
b Page links can be used to go directly to the related topic presentation and voting discussions.   
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NOTE 1: The information contained in these minutes represents a summary of the discussions from a CLSI committee meeting , and do not represent 
approved current or future CLSI document content. These summary minutes and their content are considered property of and prop rietary to CLSI, and 
as such, are not to be quoted, reproduced, or referenced without the expressed permissi on of CLSI.  Thank you for your cooperation.  

NOTE 2:  Discussions recorded in this summary may be paraphrased . 
 
 

2025 JUNE AST MEETING 
SUMMARY MINUTES  

15BPLENARY 1: Monday, 2 June 2025 
16B7:30 A M ð 12:00  PM 

17BCentral  Standard Time  (US) 

#                                                                                     Description  

1.   OPENING REMARKS (A. MATHERS) 
Dr. Mathers opened the meeting at 7:30 AM Central Standard (US) time by welcoming the participants  to the hybrid CLSI meeting in Dallas, Texas. 

2.   APPROVAL OF MEETING AGENDA 
 

A motion to approve the J une 2025 meeting agenda  was made and seconded. Vote:  12 for, 0 against, 0 abstain, 2 absent (Pass) 

 

3.   CLSI WELCOME AND UPDATE (B. JONES) 
Dr. Jones provided an update on CLSI activities. The main points included:  

¶ Thank you volunteers for their hard work and dedication to CLSI  

¶ Starting in January 2026, all Committees Week meetings will be in -person only. There will be no virtual streaming.  
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4.   AST SUBCOMMITTEE UPDATE (E. GOMEZ) 
Ms. Gomez provided an update on the AST Subcommittee. The main points included:  

¶ AST Subcommittee Chairholders and Secretary 
o Chairholder: Amy J. Mathers, MD, D(ABMM) 
o Vice-Chairholder: James S. Lewis II, PharmD, FIDSA 
o Secretary: Alexandra L. Bryson, PhD, D(ABMM) 

¶ AST Subcommittee Members 
o Kevin Alby 
o April Bobenchik 
o Shelley Campeau 
o Tanis Dingle 
o German Esparza 
o Mark Fisher 
o Joseph Lutgring 
o Stephanie Mitchell  
o Navaneeth Narayanan 
o Elizabeth Palavecino 
o Virginia Pierce 
o Audrey Schuetz 
o Patricia Simner 
o Pranita Tamma 

¶ AST Subcommittee Roster Changes 
o Holly Huse has rotated off as an advisor.  

¶ New Ad Hoc Working Groups 
o Breakpoints Working Group 

Á Aztreonam-Avibactam AHWG 
o Joint CLSI EUCAST Working Group 

Á New Drug Alternative Methods AHWG 

¶ Subcommittee Voting Rules 
o 2/3 majority of members to approve  
o 1 vote to approve from each constituency (professions, industry, government)  is no longer needed 



 
  

Page 9 of 166 
 

 

 
¶ M100 36th Edition is publishing in January 2026. 

¶ M100 Subcommittee Reminders 
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o January and June 2025 meeting decisions are incorporated into M100 3 6th edition  
o No additional decisions after the June 2025 meeting 
o Any pending M100 comments or revisions need to be provided to the T ext and Table Working Group Chairholders (April B. and Shelley) by end of 

day on Tuesday 
o Meet set review deadlines  

¶ Important Upcoming Dates 
o Second Text and Tables Working Group Review: 18 June to 3 July  
o AST Subcommittee  Supplemental Review: 13 August ð26 August 

¶ Supplemental Review 
o Vote and Comment: AST Subcommittee Members 

Á Need 2/3 approval votes  
o Comment Only: AST Subcommittee Chairholders, Secretary, Advisors, and Reviewers 

Á Working group members and advisors are AST Subcommittee Reviewers 
o Completed using the Edaptive Platform  
o Focus on tracked changes (new revisions to 36th edition)  
o Comments regarding content outside the tracked changes, email Text and Tables Working Group Chairholders or the applicable working group 

chairholders 

¶ 2026 Meeting Dates 
o January 2026 

Á 25 - 27 January 2026 in Tempe, Arizona 
Á Virtual Only Working Group Meetings in weeks of 5 January and 12 January 2026 
Á Meeting materials due 8 December 2025 

o June 2026 
Á 31 May ð 2 June 2026 in Chicago, Illinois 
Á Virtual Only Working Group Meetings in weeks of 4 May and 11 May 2026 
Á Meeting materials due date TBD 

¶ A celebration of dedication was held for Lauri D. Thrupp, MD.  
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5.   EXPERT PANEL ON MICROBIOLOGY UPDATE (A. SCHUETZ) 
Dr. Schuetz provided an update on the activities of the CLSI Expert Panel on Microbiology. The main points included : 

¶ CLSI Governance Structure 
o Expert panels are constituted for various technical subject areas. Currently, there are 10 ñone for each of CLSIõs technical areas. Each panel is 

made up of subject -matter experts who provide advice to document development committees and the consensus counc il, as needed.  
o The expert panels report to the Consensus Council and may take directives from CLSIõs Board of Directors. 
o Document development committees and subcommittees report to the Expert Panels and Consensus Council.  

¶ Expert Panel Responsibilities 
o Identifying documents and products for development  
o Proposing those projects to the Consensus Council 
o Reviewing proposals from other sources and advises the Consensus Council on suitability 
o Advising document development committees and Consensus Council at all stages of document development  
o Reviewing, commenting, and voting on Proposed Drafts of consensus documents within  the panelõs area of expertise 
o Reviewing documents within their area of expertise to recommend reaffirmation, revision, consolidation or division, or withdr awal, or archiving  

¶ Active Microbiology Document Development Committees  

 
¶ Upcoming Revisions to Microbiology Documents 
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¶ Recent Publications 

o M64-ED1 Implementation of Taxonomy Nomenclature Changes 
o Published December 2024 

¶ Additional Microbiology Documents 

 
¶ How can you help? 

o Reach out to Microbiology Expert Panel members or advisors with ideas for documents  
o Respond to requests for volunteers for document development committees (DDCs)  
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6.   VETERINARY AST SUBCOMMITTEE UPDATE (R. BOWDEN) 
Mr. Bowden provided an update on the activities of VAST Subcommittee. The main points included : 

¶ Working Group on VAST Breakpoints/Editorial Tables (VET01S) 

 
o Subgroup 2: Human Breakpoint Addition and Removal (Inclusion/Exclusion) 

Á An example of VET01S Tables 2: 
Á Originally only human breakpoints 
Á Now >200 vet-specific breakpoints 
Á Vet-specific breakpoints = white boxes 
Á Human breakpoints = grey boxes 
Á  Longterm goal has been to "make the grey go away!" 
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o Subgroup 3: Appendix A update 

Á In VET01S-Ed8, categories will be redefined to closely  align with descriptions and action steps  found in M100 Appendix A 
Á Staphylococcus spp. chloramphenicol removed . Linezolid-R added to Category I. 
Á E. faecalis and E. faecium linezolid -R added to Category I 
Á Streptococcus suis penicillin -R, ampicillin -R, ceftiofur -R, florfenicol -R added to Category II 
Á B. bronchiseptica  aminoglycosides and fluoroquinolones  removed (no breakpoint s). Florfenicol -R added to Category II. 
Á P. multocida florfenicol -R added to Category II and tidipirosin -I/R added to Category II . 

¶ Working Group on Generic Drugs 
o Multiple fluoroquinolone breakpoint  revisions and additions approved in January 2025 
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¶ Ad Hoc Working Group on Disk Diffusion Breakpoints 

o 2024 project to establish  ampicillin , penicillin , and tetracycline  disk breakpoint s for M. haemolytica and P. multocida  
o 100 isolates tested per microorganism-antimicrobial agent  combination  (5 laboratories , 20 isolates each) 
o Analyzed manually and by dBETs 
o VET02 criteria was followed . Dry-form BMD MICs were used. 
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¶ Working Group on Aquatic Animals (AWG) 

o New MIC ECVs approved in September 2024 and April 2025 for the next edition of VET04  
o Individual analyses for Aeromonas but < 100 per species. ECVs aligned, VAST approved setting "group" ECVs. 
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¶ Working Group on Education 

o Two invited speaker educational plenary presentations were given at the January 2025 meeting:  
Á "Dealing with Breakpoints in the Human World"  by Dr. Romney Humphries. Covered the landscape of human breakpoint  setting in the US 

(CLSI and FDA) and the impact of MIC variability on breakpoint s and device clearance. 
Á  "A Look at Published Data on the Relationship of AST and Clinical Outcomes in Bovine Respiratory Diseaseó by Dr. Mike Apley. Provided 

insights on gaps in understanding and the difficulties polymicrobial disease poses for accurate data interpretation  
o Videos ð series of ~3-minute shorts focused on education  of veterinarians/laboratory clients  

Á "Susceptible Dose-Dependent" -- what it means and how to apply it  
Á "Why can't I get AST on Mycoplasmas?" 
Á How breakpoints and interpretive criteria are established  
Á Topical therapy and AST 

¶ VET06 Methods for AST of Infrequently Isolated or Fastidious Bacteria Isolated From Animals 
o Retaining use of susceptible/ intermediate / resistant. Every table will carry a warning box  to remind users that breakpoint s do not meet the same 

level of evidence as is required for breakpoint s found in VET01S. 
o Revised and new breakpoint s for multitude of species and organism groups.  
o Anaerobic bacteria : removed chloramphenicol, pradofloxacin, and  tetracycline from recommended primary testing. Removed  tetracycline 

breakpoint s due to concerns about clinical inapplicability among veterinary species . 
o Campylobacter jejuni/coli : methods and QC updated to match M45. Ciprofloxacin and azithromycin breakpoints were removed due to concerns 

about clinical inapplicability among veterinary species . 
o H. pylori : removed as most vet infections are due to Helicobacter  species other than H. pylori  and there is no data on whether the methods or 

breakpoint s are applicable.  
o Actinomycetes and rapidly growing mycobacteria:  removed, WG and subcommittee  felt these are better housed in existing M documents  
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7.   INVESTIGATIONAL ONLY BREAKPOINTS UPDATE  (A. MATHERS) 
Dr. Mathers provided information and led a discussion on investigational only breakpoints . The main points included : 

¶ Revisiting the Investigational (Inv.) Definition  
o There is a conflict in the current M100 and CLSI M23 Inv. Breakpoint definitions  
o It may be important to resolve this conflict for incoming international agents that want recognition in CLSI and testing by laboratories  outside 

the US 
o A recent concept that the investigational breakpoints would all be posted on the CLSI website rather than in a document in the next version  
o Need resolution on the definition before work to remove investigational breakpoint s and place on website as well as guidance on approach to 

companies not planning to file with FDA  

¶ Current Investigational Definition (M100 34 th Edition)  

 
¶ M23 6th Edition with highlights of changes from 5 th Ed. 

o 4.3 Investigational Breakpoints (5 th Ed 4.3 was called òProvisional Breakpoints) 
o For development : For antimicrobial agents that are in development (ie, for which registration has not yet occurred for any indication), 

information on zone diameter and MIC relationships, distributions of MICs for organisms relevant to the intended clinical use s, and PK/PD indices 
may be submitted to the relevant CLSI subcommittee and to any relevant CLSI working group (eg, the CLSI Working Group on AST Breakpoints) 
co-chairholders at any time*.  The relevant CLSI subcommittee can then assist in the selectio n of òinvestigationaló (previously provisional) 
breakpoints to be used by clinical investigators during clinical trials that assess efficacy.  

o Publication guidance : Investigational  (Provisional) breakpoints that are not yet approved by a regulatory agency are not published in CLSI 
documents . If an antimicrobial agent has regulatory agency approval for some organisms but the approval does not include a specific orga nism, 
it may be published in CLSI documents as investigational for that specific organism.  

o 5th Ed was submitted to the Chairholders of the AST Subcommittee and Breakpoints Working Group 

¶ Cefepime-zidebactam requested recognition for lab oratories  in India to test  in clinical setting of ongoing trial  
o CLSI Investigational UseðOnly Breakpoints  
o Although investigational breakpoints are published in the current edition of CLSI M100, a revision to CLSI M23 required that investigational 

breakpoints not be included in future editions of CLSI M100 .  
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o The following susceptible -only breakpoints were established using in vitro  susceptibility testing on contemporary global resistant isolates, in vivo  
mouse model data, and pharmacokinetic and pharmacodynamic data paired with models to achieve efficacy against carbapenem -resistant 
isolates and are considered investigational use only . Antimicrobial susceptibility testing by disk diffusion or agar dilution was not reviewed. 
Therefore, breakpoints are provided only for cation -adjusted Mueller -Hinton broth (CAMHB). 

o Fine for now as trial is ongoing but will need to understand how to post after sufficient clinical trial data available as co mpany not filing with 
FDA 

 
¶ Current Investigational B reakpoints in M100 
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¶ Are there agents listed in M100 which are not approved by FDA? 
o Some agents are listed as òotheró because not reviewed by FDA or was reviewed by FDA but no longer available in the US (either withdrawn for 

toxicity, no longer manufactured)  
o Pivmecillinam (tested as mecillinam) was in the document as other prior to 2024 although it had not been reviewed by FDA but approved in 

Europe (1974) 
o Not clear if there are other examples of agents reviewed and approved by other agencies  

¶ How should we move forward? 
o Investigational breakpoint ð a breakpoint for an antimicrobial agent in development and for which there is no regulatory approval. This 

breakpoint is based on relevant microbiological and pharmacokinetic/pharmacodynamic data and is not published in CLSI documen ts. 
o Not 100% clear that all non-FDA approved agents are identified in our documents  
o Change from provisional in M23 in 6th Edition does not specify FDA 
o Should the FDA be the only regulatory agency for CLSI documents which are international in distribution?  
o Considerations for moving forward reviewing data outside FDA collaborations  

Á How to understand labeling and review of other accreditation agencies?  
Á How to advise companies outside the US whom seek breakpoint s? 

o Do we need a working group to review all investigational breakpoints in the M100?  

¶ Proposed change in M100 language to align with M23 
o Antimicrobial agents that are investigational for the organism group designated by òInv.ó in Tables 2 have not yet been approved by the FDA for 

use in the United States  any regulatory agency  
o This breakpoint is based on relevant microbiological and pharmacokinetic/pharmacodynamic data and is not published in future CLSI documents 

(may need an ad hoc working group to review all Inv.)  
 
SC DISCUSSION (MAIN POINTS) 

¶ CLSI should be cautious about reviewing drugs that do not have a complete data set, particularly new drugs without clinical o utcomes data yet. To be an 
international organization, CLSI should consider drugs approved by a regulatory organization. 

¶ CLSI M23 made the change in language to say a regulatory organization and they thought the M100 would follow in language. Companies like coming for 
feedback for the investigational drugs. Table 1 does have a requirement for FDA approval, so perhaps CLSI needs to look at th e table.  

¶ Should an òInv.ó be next investigational breakpoints?  

¶ There are investigational drugs that do not have data vs drugs that have approval from a different regulatory organization. 

¶ Why do investigational breakpoints need to be removed from M100 and put on the website? 

¶ This was to try and clean up  M100; however, when CLSI went to clean up the document it turns out that some of the drugs currently classified as 
investigational have approval in other countries.  

¶ Please be cautious with wording as the FDA uses the term òprovisionaló and that is for sponsors going into phase III clinical trials. Laboratories want to 
have guidance that it is OK to participate in a clinical trial. Please check all CLSI documents for consistency on wording, a s an example remember to 
check the language in the CLSI M24-S or CLSI M23. 

o CLSI is looking to see how the bacteriology group defines terms and will then apply them  to the mycobacterial and antifungal documents.  

¶ CLSI could use the * symbol to designate drugs approved outside of the US. 

¶ CLSI could reach out to the WHO to ask their expertise on which drugs are being used internationally.  

¶ Did the CLSI M23 Working Group consider the specific wording about not including the investigational breakpoints in the CLSI documents? 
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o The M23 Working Group did not want laboratories to be confused about drugs that were not commercially available . 

¶ Would cefazolin and Klebsiella pneumoniae  be considered investigational in this definition?  

¶ Concerns about removing breakpoints for drugs that are technically off label use, but commonly used.  

¶ CLSI intentionally chose the term òprovisionaló implied there is some data to support them, whereas òinvestigationaló is based on PK/PD and is the best 
estimate of the breakpoint.  

¶ Should not be publishing investigational breakpoints.  

¶ If a drug has been approved by a regulatory organization outside of the US and CLSI has reviewed a sufficient data package, then that is a breakpoint and 
it should be in the M100.  

¶ If a sponsor does not qualify for Tiers 1,2,3, or 4, but have a full data package then get an * for other. If CLSI does not have a full data pa ckage, then an 
investigational breakpoint is appropriate.  

¶ Teicoplanin is an example where need to remove the òInvó. It is approved outside of the US and is used widely. Need to look at and possibly remove 
screening tests. 

¶ Need an ad hoc working group or a defined set of people to document why each drug was removed or changed. CLSI should have a record.  

¶ CLSI may want to change the wording to clarify the off label wording  

¶ Suggestion to add a note that the Inv definition is under review.  

¶ Support to update the definition now . 

¶ Is the definition of a regulatory body  organization to  mean the regulatory organization for a country? What if the standards between organizations are 
not equivalent? 

o CLSI has not defined this. 
o The European agencies all have different standards so there is no way to rank or classify agencies.  
o Some regulatory organizations have reviewed which is beyond the CLSI scope. CLSI would just look at the data package to determine if there is 

enough data to support.  
 

A motion to  revise the CLSI M100 investigational breakpoint definition to read, òAntimicrobial agents that are investigational for the organism group 
designated by òInv.ó in Tables 2 have not yet been approved any regulatory agency.ó and to form an hoc working group to review investigational (Inv) 
antimicrobial agents to align with the CLSI M23 investigational brea kpoint definition  was made and seconded. Vote: 1 3 for, 0 against, 0 abstain, 1 
absent (Pass) 

 
NOTE: A comment will  be added that the Inv. breakpoints in M100 are pending review and may not accurately reflect the new definition.  
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8.   JOINT CLSI- EUCAST WORKING GROUP (J. HINDLER) 
 
JOINT WORKING GROUP GOALS 

¶ Goal #1: Describe a method for disk content determination which can be used early in the drug development process to avoid having diff erent disk 
contents in the CLSI and EUCAST standards.  

¶ Goal #2: Discuss differences between CLSI and EUCAST QC criteria, methods for establishing QC criteria and the possibility of harmonizing CLSI and 
EUCAST QC criteria. 

¶ Expand goals beyond disk content and QC criteria? 

¶ Projects / Discussions Beyond Disk Content or QC Criteria 
o New Alternative Methods Ad Hoc Working Group  
o Reading disk diffusion and MIC endpoints 
o Colony counts 
o Differences between CLSI and EUCAST antifungal AST 

¶ New Proposed Working Group Goal 
o Goal #3: Explore other differences between CLSI and EUCAST AST recommendations to determine if harmonization can be achieved. 
o Approved by the Working Group. 

 
SC DISCUSSION (MAIN POINTS) 

¶ There are differences i n interpretations but what about methods?  
o There were some method differences between CLSI and EUCAST. 

¶ Countries struggle to determine what to do with reading CLSI vs EUCAST for reading the inner colonies or not.  
o For Fosfomycin, EUCAST and CLSI decided to disagree on whether to read inner colonies.  

¶ This is a vague Joint CLSI-EUCAST Working Group goal, so it would be better to have more specific goals.  

¶ Suggestion to change the wording to include methods for reading disk diffusion and MIC methods.  

¶ The main reason CLSI started this working group was to review  new alternative methods.  

¶ The goal is to be definitive of what is being asked of the working group . CLSI does not want a goal that is infinite.  

¶ The working group should not proactively look for work but if there is an issue be ready to access. 
 
 

A motion to  approve the objective for the Joint CLSI EUCAST Working Group as òRespond to differences between CLSI and EUCAST AST methods to 
determine if harmonization can be achieved as determined by the AST Subcommittee.ó was made and seconded. Vote: 1 2 for, 0 against, 0 abstain, 2 
absent (Pass) 

 
DISK CONTENT SELECTION STUDIES 
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PREQC MHA AGAR STUDIES 

 
 
M23S: COMMERCIAL DISK PRODUCTION FOR PHASE 2 TESTING 

¶ CRO/Pharma company can either use home-made disks (in duplicate) or commercial disks (singly) for the shortlisted disk masses in Phase 2.  

¶ How are disks commercially provided manufactured / quality controlled? 

¶ Joint Working Group is surveying disk manufacturers to determine their processes for disk preparation for disk content selection studies.  
 
NEW DRUG ALTERNATIVE METHODS AD HOC WORKING GROUP REPORT 

¶ Objective: Develop a standard that drug developers can use to identify when the reference method for AST as described in CLSI M07 or ISO 20776-1, does 
not provide reliable results for an antimicrobial agent, such that an alternative method is needed.  This standard will include:  
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o A list of criteria indicating a need for identifying an alternative reference AST method  
o A list of situations that do not indicate the need for an alternative method  
o Hypothetical examples to illustrate the criteria  
o A list of desired characteristics for an alternative reference method  

¶ Issues discussed to date 
o Reference method should be simple enough for a large number of laboratories  to perform when commercial methods are unlikely to develop 

testing. Reference methods should not require specialized equipment.  Try not to modify the method if just one org group isn' t working. If the 
pathogen is important, then alternatives can be consi dered.  

o Acceptable methods should be those already recognized by CLSI or EUCAST. This includes methods for other orgs like anaerobes.   
o Need a list of drug -specific deviations that are already recognized.   
o When can an alternative medium be used?   
o Define the observations that drive a change and demonstrate that the alternative method proposal addresses that gap. Include examples to 

illustrate the criteria.   
o Use acceptable methods even if other methods were used for early development  

¶ Proposed Document Outline 
o 1. Background  

Á A. Definitions: Reference method, standard methods, modified methods, alternative methods, surrogate methods  
Á B. How is a reference method used during drug development (eg , develop an MIC method and then validate a disk diffusion method)  
Á C. How is a reference method used after drug development (eg, who needs to perform a reference method)  
Á D. Benefits and challenges with one method for all bugs and drugs  

o II. Recognized modifications of the reference method  
Á A. Changes to promote growth of fastidious bacteria  
Á B. Changes to enable drug activity in vitro  (eg, cefiderocol, daptomycin, oxacillin)  
Á C. Changes to enable more accurate testing (eg, agar dilution for mecillinam)  

 
SC DISCUSSION (MAIN POINTS) 

¶ The original scope was to focus on what data is needed to show that the reference method is not sufficient and that is captur ed here. The intent was not 
to give advice on how to develop the second method, but to give guidance on when it is acceptable to de viate from the standard method. The problem 
is that there are companies seeking alternative methods, who do  not actually need to be moving to alternative methods.  

¶ When companies believe they need to change the method then they could come to this group for guidance on if they truly need t o change the method or 
not.  

¶ The AHWG needs guidance on different inf lection points: Do I need a different method? Is the method I picked acceptable?  

¶ This should be a CLSI M23 supplement to explain when a method change is necessary. 

¶ Concern that companies cannot wait 6 months to have a discussion about changing the method. 

¶ If CLSI is going to put up roadblocks on new methods, CLSI needs to let companies know early enough. 

¶ The methods development happens way ahead of the QC process. 

¶ CLSI needs a clear procedure on how companies can submit information to CLSI for approval for or not for different methods.  

¶ It is important for CLSI and EUCAST to agree on when methods can be changed so companies do not get different information.  

¶ Is the new document a best practice guideline or a strictly enforced rule?  
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o It will be guidance in CLSI M23 or a supplement to CLSI M23 

¶ These companies need to have a clinical microbiologist, CLSI cannot fill that role.  

¶ Need a checklist of criteria for companies that includes data requirements for approval for a new method.  

¶ CLSI needs to provide clear guidance but not be consultants.  

¶ Each drug is different . There needs to be one checkpoint.  

¶ This is a huge time commitment . 

¶ Narrow the scope to a best practices document for now, then CLSI needs to evaluate what resources CLSI wants to dedicate. 

¶ The AHWG will focus on a list of criteria for identifying an alternative  reference AST method. 

¶ Continuity is important, it would be good to have a subgroup under the Methods Working Group and include EUCAST and industry members. It needs to 
start and stay in the Methods Working Group. 

¶ Need the document to have minimum thresholds for data to be shown.  
 
COLONY COUNTS (NOT PRESENTED BUT INCLUDED IN BACKGROUND MATERIALS) 

¶ Presented in January 2025 
o Colony counts from McFarland 0.5 suspensions may vary by species 
o CLSI only addresses colony counts for E. coli ATCC 25922 
o EUCAST defers to ISO 20776-1 
o Some adjust inoculum suspensions to achieve recommended CFU/mL. No guidance from CLSI or EUCAST for this. 

¶ Questions 
o What colony counts are obtained during QC studies? 
o Are inoculum suspensions adjusted to obtain recommended CFU/mL? How? 
o Should we provide further guidance for inocul um preparation to enhance consistency in CFU/mL éfor reference methods. 
o Collecting data from previous QC studies and other sources 

¶ Colony count òrangesó listed in various standards 
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9.   ANAEROBE WORKING GROUP (D. CARPENTER AND S. COPSEY-MAWER) 
 
WORKING GROUP UPDATES 

¶ CLSI M11: Reaffirmed and will need to be reviewed again in 2030 

¶ Anaerobe òHot Topicó article will be in Fall 2025 newsletter 

¶ Disk testing study is ongoing 
 
M100 ANAEROBE ANTIBIOGRAM 

¶ Anaerobe Cumulative Antibiogram: Data Analysis 
o Inclusion Criteria  

Á Clinical isolates submitted Jan 2017 ð Dec 2024 
Á All isolates underwent routine antimicrobial susceptibility testing  
Á Isolates tested using CLSI reference method (agar dilution)  
Á Current CLSI breakpoints applied  
Á Organisms with >30 isolates 
Á Isolates from at least 2 of 3 sites or >500 isolates if single site (with notation)  

o Mayo 
Á Total isolates submitted: 43,534  
Á Total isolates included: 42,063  

o IHMA 
Á Total isolates submitted: 7,737  
Á Total isolates included: 7,717  

o UK Anaerobe Reference Unit (ARU), Public Health Wales 
Á Total isolates submitted: 8,238 (2017 -2023) 
Á Total isolates included: 8,095  

¶ Anaerobe Cumulative Antibiogram: Comparison 
o As compared to prior (2013-2016) CLSI anaerobe antibiogram: 

Á 4-year vs 8-year time frame  
Á Data are more robust 
Á More species level identification (due to improved identification systems/increasing use of MALDI)  
Á Many more isolates and genera 
Á Worldwide representation  
Á Additional antibiotics include amox -clav, ceftriaxone, and penicillin.  
Á Antibiotics not included in this updated antibiogram include cefoxitin, imipenem, and ampicillin -sulbactam 

o Overall Conclusions 
Á The % S difference between ertapenem (82-84% S) and meropenem (Ó93% S) noted for Bacteroides/Parabacteroides  species in prior CLSI 

anaerobe antibiogram was not seen with these data  
Á Marked decrease in penicillin susceptibility for Prevotella  species 
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Á %S to clindamycin much higher for Cutibacterium acnes  now (89% S) (6503 isolate) than in past (53% S) but current study had 6503 
isolates compared to the prior study which only had 34 isolates  

Á %S to clindamycin much higher for Fusobacterium necrophorum-nucleatum  now (98% S) than in past (77% S) but current study had 1274 
isolates compared to the prior study which had only 44 isolates  

¶ Anaerobe Cumulative Antibiogram: Updated footnotes  
o 1Isolates from a single site, only species with >  500 isolates included 
o 2B. fragilis cefoxitin susceptibility was 87.3%; isolates were from a single site (n=858)  
o 3Using FDA-recognized interpretive criteria, B. fragilis tigecycline susceptibility was 93.2% (MIC Ò 4); isolates were from a single site (n=858).  
o 444.9% of P. bivia  isolates were intermediate to moxifloxacin (MIC=4); isolates were from a single site  
o 5F. nucleatum ertapenem susceptibility was 99.2%; isolates were from a single site (n=500)  
o 6Vancomycin MICs for 3033 C. difficile  isolates demonstrated 97.6% wild type (MIC Ò 2 µg/mL) and 2.4% non-wild -type (MIC Ó4 ĳg/mL); the 

majority of isolates (75.9%) were from intestinal sources  
o 7Thirty -six isolates of C. acnes from a single site generated MIC values for rifampin Ò0.03 ĳg/mL using the agar dilution method. These are no 

interpretive breakpoints for this organism/antimicrobial agent combination.  
o 8Vancomycin MICs for 1903 C. acnes isolates demonstrated 100% wild type (MIC Ò 2 µg/mL).  
o 9A dash(-) indicates that data were insufficient.  
o 10Data were generated from unique isolates from patient specimens submitted to: Mayo Clinic College of  Medicine and Science, R ochester, 

Minnesota; UK Anaerobe Reference Unit, Public Health Wales, Cardiff, UK; and International Health Management Associates I nc., Schaumburg, 
Illinois. All testing was performed by the agar dilution method. Information and analysis of previous versions of this table have been published. 

¶ The proposed anaerobe antibiogram tables can be found in the Anaerobe Working Group meeting materials.  

¶ Future steps 
o Anaerobe Working Group will work with Text and Tables Working Group to format anaerobe antibiogram for M100.  
o Publication in progress.  

¶ Anaerobe Working Group Discussion and Recommendation 
o Motion to accept the update anaerobe antibiogram . WG Vote: 11-0-0-0. 

 
SC DISCUSSION (MAIN POINTS) 

¶ Ampicillin -sulbactam was not tested in the three reference laboratories so that is why that drug is not included in the antibiogram.  

¶ The antibiogram should include a footnote or a way to designate all the organism in the òOther categoryó. 

¶ How is this handled by Text and Tables Working Group? 
o Planning to do something similar to the QC appendix, so the Text and Tables Working Group does not have to track and make changes in 

Edaptive.  

¶ Consider removing the decimal point s in the data to make it cleaner  and follow CLSI M39. 

¶ It would be good to highlight all the isolates are world -wide, perhaps in the title of the antibiogram.  

¶ The CLSI M45 reference method hasnõt been established for some of the organisms.  
o Dr. Simmer will send wording/organism list to the A naerobe Working Group. 

¶ What is the timeframe for isolates? 2017 -2024 

¶ Is it possible to get a US specific cut? 
o The data is international and there isnõt a way to separate the US data. 
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¶ Veillonella  had a big difference between amox icillin / clavulanate and piperacillin /tazo bactam. Is it correct?  
o The data is correct . The European data seems to be driving the difference between the drugs. 
o Amoxicillin /clav ulanate is tested at ratio whereas piperacillin /tazo bactam is tested at the fixed drug. At low levels the MICs might be artificially 

low.  

¶ Will the antibiogram bias the readers since not all active drugs are  included?  
o The solution is to add in a footnote that says not all active drugs are included in the antibiogram.  

¶ Depending on what MALDI database is use, the species level data may not be accurate.  

¶ Is there an option to add a genus level?  
o The Anaerobe Working Group did consider that and decided not to go that route. They see susceptibly differences by the species, so they wanted 

to publish that.  

¶ The Mayo data tests at the breakpoint,  so they do not have data on the spread of MICs. 

¶ There could be bias on which isolates are tested because it is possible more resistant isolates get tested for second line dr ugs. 
 

A motion to  approve the updated anaerobe antibiogram with an introductory paragraph and discussed footnotes and to align with the CLSI M4 5 species 
was made and seconded. Vote: 1 3 for, 0 against, 0 abstain, 1 absent (Pass) 
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10.   QUALITY CONTROL WORKING GROUP (S. CULLEN AND C. PILLAR) 
 
TIER 2 QC 
 
DEBIO-1452 

¶ Background 
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GDC-0829 

¶ Background 
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¶ Proposed MIC QC Ranges 
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SC DISCUSSION (MAIN POINTS) 

¶ For P. aeruginosa ATCC 27853, the sponsor wanted an MIC of 2 µg/mL included since the mode is 1  µg/mL.  
 

A motion to accept the GDC -0829 MIC QC range for E. coli  ATCC 25922 (0.12ð0.5 µg/mL)  was made and seconded. Vote: 1 3 for, 0 against, 0 abstain, 1 
absent (Pass) 
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A motion to accept the GDC-0829 MIC QC for P. aeruginosa ATCC 27853 (0.25 -2 ĳg/mL) with the comment, òP. aeruginosa  ATCC 28753 range is 0.25 -2 
µg/mL with mode 0.5 -1 µg/mL. Results at 0.25 µg/mL and 2 µg/mL  were seen less frequently in Tier 2 studies and if observed frequently in routine 

testing, consider troubleshooting.ó was made and seconded. Vote: 1 3 for, 0 against, 0 abstain, 1 absent (Pass) 

 
AZTREONAM-NACUBACTAM 

¶ Background 

 
 

¶ Proposed Disk Diffusion QC Ranges 



 
  

Page 36 of 166 
 

 
 
SC DISCUSSION (MAIN POINTS) 

¶ E. coli  ATCC 25922 is commonly used in laboratories, so consider if it should be included.  
o This organism does not truly QC the combination . There was additional variability in this organism, so the working group thought it should be 

excluded.  

¶ Suggestion to add a footnote that colonies for the inner zone should be read.  

¶ Ranges for additional strains can be helpful for laboratories to have an already characterized isolate  for validation .  

¶ For E. coli , 7 mm range by Gavin statistic only captured 87% of the data, which was below the threshold. Using RangeFinder it was an 11  mm range to 
get above 95% and then the zone sizes overlap with aztreonam alone.  

¶ For E. coli , it  also had laboratory  to lab oratory  variability . 
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A motion to accept the aztreonam -nacubactam disk ( 10/20 µg) diffusion QC for P. aeruginosa ATCC 27853 (17-23 mm), K. pneumoniae  ATCC 700603 
(20-26 mm), and K. pneumoniae  BAA-2814 (18 -26 mm) with comment about reading the colonies within the inner zone  was made and seconded. 
Identify K. pneumoniae  ATCC 700603 and K. pneumoniae  BAA-2814 as QC strains for routine QC with green shading.  Vote: 1 3 for, 0 against, 0 abstain, 
1 absent (Pass) 

 

A motion to amend the previously approved motion and not add a comment about reading the colonies within the inner zone for aztreonam -
nacubactam disk diffusion QC was made and seconded. Vote: 1 3 for, 0 against, 0 abstain, 1 absent (Pass) 

 
CEFEPIME-NACUBACTAM 

¶ Background 

 
¶ Proposed Disk Diffusion QC Ranges 
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SC DISCUSSION (MAIN POINTS) 

¶ E. coli  ATCC 25922 was excluded to be consistent with aztreonam/nacubactam, not because of variability.  

¶ E. coli  ATCC 25922 should never be used as the only QC. If CLSI wants this organism, then it needs to be clear to not use this one QC strain to test the 
drug. 

¶ Is a footnote needed on reading the inner colonies?  
o Agreement that footnote is not needed for cefepime-nacubactam and aztreonam/nacubactam.  
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A motion to accept the cefepime -nacubactam disk (10/20 µg) diffusion QC for P. aeruginosa  ATCC 27853 (21-29 mm), K. pneumoniae  ATCC 700603 
(24-29 mm), and K. pneumoniae  BAA-2814 (20 -27 mm) and for the QC Working Group to revisit the E. coli  ATCC 25922 data for January 2026 was 
made and seconded. Identify K. pneumoniae  ATCC BAA-2814 as QC strain for routine QC with green shading. Vote: 1 3 for, 0 against, 0 abstain, 1 
absent (Pass) 

 
CLINDAMYCIN 

¶ Background 

 
 
SC DISCUSSION (MAIN POINTS) 

¶ CLSI M23 outlines a tier 2 study but also allows for an alternative study design.  
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TIER 3 DISK DIFFUSION QC 

¶ Antimicrobic/organism combinations monitoring/compiling data to re -evaluate the current QC range or have no QC ranges.  

¶ CLSI M23 Tier 3 requirements: 3 laboratories , 2 media lots, 10 reps/lab and 50 reps per media, 2 disk lots for a total of 500 results.  

¶ Refer to separate files for additional details and raw data.  

¶ Discussion: Add meropenem-vaborbactam to Tier 3 list for P. aeruginosa ATCC 27853 (control drug for aztreonam-nacubactam) 

 
 
SPECTINOMYCIN 

¶ Background 
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¶ Quality Control Working Group Discussion and Recommendation 

o Discuss the potential to change the QC range from 23-29 mm to 24-30 mm (88.5% including Lab 8, 96.7% excluding Lab 8) 
o No results 23 mm or below 
o 9.6% (30/270) results at 30 mm across multiple lab oratories 

 

A motion to accept the spectinomycin disk (10 0 µg) diffusion QC for Neisseria gonorrhoeae ATCC 49226 (24-30 mm) was made and seconded. Vote: 1 2 
for, 0 against, 0 abstain, 2 absent (Pass) 

 
TIER 3 MIC QC 
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CEFIDEROCOL 

¶ Background 
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¶ Quality Control  Working Group Discussion and Recommendation 

o Proposed Footnotes to QC Table 5A-1: 
Á To determine the suitability of the media for cefiderocol, test lot and/or media manufacturer using P. aeruginosa SR27001. If the MIC is 
Ò 2 ĳg/mL and 2 dilutions or more lower in ID-CAMHB compared to CAMHB, the medium is acceptable. Elevated MICs (Ó 4 µg/mL) were 
observed with some media manufacturers and/or inadequate chelation which may result in falsely elevated MICs (false resistant ) with 
clinical isolates.  Note: Guidelines were established based on investigation of media performance with Cefideroc ol and did not follow 
M23 Tier 2 guidelines. (could add reference if study gets published).  

Á P. aeruginosa ATCC 27853 is recommended for routine QC (0.06-0.5 µg/mL, mode 0.12 -0.25 µg/mL). Additional investigation may be 
required if frequent MIC results at 0.06 µg/mL or 0.5 µg/mL are observed (for troubleshooting, see Table 5G).  

o Motion to accept proposed footnotes. WG Vote: 10 -0-2-2. 
 
SC DISCUSSION (MAIN POINTS) 

¶ When the QC range is high or low, then  see clinical isolate MICs shifting high or low .  

¶ The original proposal did not have a cutoff and thought that was acceptable when the Cefiderocol AHWG reviewed this . 
o Does this MIC cutoff help guide people? 
o The original intent was to indicate that the two dilution drop was to indicate adequate chelation. The strain can be used to QC media. 
o Oxoid data gives higher MICs for all QC organisms. There is concern that there isnõt data to say the higher Oxoid QC MICs are not accurate.  

¶ Since the strain has not been deposited yet, does that prevent this from going into the upcoming M100?  
o The intended user is for anyone making the media themselves. This is not going to be a routine QC organism.  
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¶ There are lots of values a t  0.06 in the cefiderocol data.  

¶ The mode should be 0.12 ð 0.25 (there is an error on the slide saying it is to 0.5, but that  is too high) . 

¶ It look like the BD media will be out at 0.06 . 

¶ What counts as òfrequentlyó? 
 

A motion to add the footnote for Table 5A -1 cefiderocol MIC QC with mode 0.12 -0.25 ĳg/mL as òP. aeruginosa  ATCC 27853 is recommended for 
routine QC (0.06 -0.5 µg/mL, mode 0.12 -0.25 µg/mL). Additional investigation may be required if frequent MIC results at 0.06 µg/mL or 0.5 µg/mL are 

observed (for troubleshooting, see Table 5G).ó was made and seconded. Vote: 9 for, 4 against, 0 abstain, 1 absent (Pass) 

 
Against Vote Reasoning: 

¶ Cefiderocol AHWG should have time to review this data.   

¶ Concern that media at 0.06 needs to be evaluated because that is the BD media, which is one of the main medias used.  
 
CEFIDEROCOL CONTINUED 
Additional discussions occurred during the Methods Working Group presentation.  
 
SC DISCUSSION (MAIN POINTS) 

¶ Do not want to exclude 0.06 because that value does occur between 0 and 18% of the time based on media used . 

¶ Revise the approved motion footnote . 

¶ Why use 10% as a cutoff? It seems like a normal bell-shaped curve might end up with a 10% at these MICs.  

¶ Perhaps saying if an MIC 0.5 µg/mL is the most common result , then that is an issue.  

¶ Other places in CLSI use different percent cutoffs for frequency, so it can be confusing to have a percent.  
 

A motion to amend the previously approved motion and accept the Table 5A -1 cefiderocol QC footnote as òP. aeruginosa  ATCC 27853 is recommended 
for routine QC (0.06 -0.5 µg/mL, mode 0.12 -0.5 µg/mL). Frequent MICs at 0.5 µg/mL may be observed with some media manufacturers, which may 
result in falsely elevated MICs when testing clinical isolates (eg, false resistant results ).ówas made and seconded. Vote: 1 3 for, 0 against, 0 abstain, 1 
absent (Pass) 

 
CEFIDEROCOLTROUBLESHOOTING GUIDE TABLE 

¶ Proposed additions to Table 5G MIC and 4D Disks 
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80% READ FOOTNOTES 

¶ Contezolid 
o Jan 2025 QCWG recommendations 
o Add footnote regarding trailing and read at 80% reduction in growth (use same footnote as other oxazolidinones)  
o Did not include recommendations for text  
o M100 35th Edition has similar comments for other oxazolidinones but not directly applicable to contezolid  

¶ New proposed footnote to add to contezolid in Table 5A -1 
o n. For S. aureus ATCC® 29213 and E. faecalis ATCC® 29212 when testing contezolid  by broth microdilution MIC, trailing growth can make end 

point determination difficult. In such cases, read the MIC at the lowest concentration where the trailing begins. Tiny button s of growth should be 
ignored (see CLSI M07), Read the end point at the concentration in which there is Ó 80% reduction in growth compared with the control (see CLSI 
M07). 

¶ Sulfamethoxazole, Trimethoprim and Trimethoprim/Sulfamethoxazole (1/19)  
o No footnote currently included to indicate reading is different  
o Proposed comment to add to Table 5A-1 for these antimicrobial  agents.  

Á Read the end point at the concentration in which there is 80% reduction in growth compared to the control.  
Á Trailing growth can be seen; therefore, read the end point at the concentration in which there is 80% reduction in growth com pared to 

the control.  
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READING GUIDES AND FOOTNOTES 

¶ M07-Ed12-QG 
o Page 2, Figure 4: For reading certain classes of antimicrobials or antimicrobial agents (eg, lincosamides, tetracyclines, mac rolides, phenicols, 

oxazolidinones, streptogramins, fusidic acid), trailing growth can occur. Read the MIC as the first well where trailing in growth begins.  
o Page 3, Figure 6: Trimethoprim -sulfamethoxazole or sulfisoxazole MIC end points should be read at 80% inhibition.  

¶ M100 35th Edition Table 5A-1  
o Linezolid: r, Tedizolid: x  

Á r. QC range for S. aureus ATCC 25923 with linezolid is 1-4 µg/mL; this strain exhibits less trailing, and MIC endpoints are easier to 
interpret. S. aureus ATCC 25923 is considered a supplemental QC strain and is not required for routine QC of linezolid MIC  tests.  

Á x. QC range for S. aureus ATCC 25923 with tedizolid is 0.12-0.5; this strain exhibits less trailing, and MIC endpoints are easier to 
interpret. S. aureus ATCC 25923 is considered a supplemental QC strain and is not required for routine QC of tedizolid MIC tests.  

o Trimethoprim and Trimethoprim -sulfamethoxazole: v, Sulfisoxazole: v and w  
Á v. Very medium-dependent, especially with enterococci.  
Á w. Sulfisoxazole can be used to represent any of the currently available sulfonamide preparations.  

o CLSI 100 Table 5G Troubleshooting: Proposed addition in red font (same for Table 4D for disks).  

 
 

A motion to add reference to CLSI M02 and M07 Quick Guide s in Tables 4D  and 5G, respectively  was made and seconded. Vote: 1 2 for, 0 against, 0 
abstain, 2 absent (Pass) 

 
UPDATE AND FEEDBACK ON ROUTINE QC CHANGES 

¶ Document Status 
o Appendix I: Selection of QC Strains and QC Testing Frequency published with CLSI M100 35th Edition  
o Rationale Document: complete, final edits from CAP before publishing  
o Quick Guide: complete, final edits from CAP before publishing  
o IQCP MIC Tool: complete, final edits from CAP before publishing  
o IQCP Example: final ASM edits before publishing 

¶ Educational sessions: 23 February 2025 

¶ General Feedback: minimal so far, Outreach Working Group is requesting feedback 

¶ CAP Feedback: checklist revisions in process 

¶ Future actions/improvements : to be determined  
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FUTURE MEETING ITEMS 

¶ Ɲ-Lactamase/Ɲ-Lactamase Inhibitors Combination QC: Potential Harmonization and Improvements  
o CLSI will continue to recommend best QC strains for routine testing to minimize number of QC strains for users to test  
o EUCAST currently recommends a susceptible and resistant QC strain. They will consider options to indicate when a susceptible strain is 

recommended (eg, manufacturer vs user)  
o Best practice to include 3 lots of media when doing MIC Tier 3 for control drug (if room on panel) to help monitor and reeval uate if needed for 

Tier 3.  
o Continue to use Tier 3 process to monitor/reassess when control drug from a Tier 2 study has high % out of range or results a t extremes of QC 

range. 
o Consider adding information on E. coli  ATCC 25922 (just says Ɲ-lactamase negative).  
o Consider adding information on Ɲ-lactamase inhibitor s if they have activity against QC strain (to assist with setting range and confirm alignment 

of range for Ɲ-lactamase and Ɲ-lactamase inhibitors  
o Compile list of differences between CLSI and EUCAST QC ranges. Review and triage in June (eg, no action, assess with Tier 3) 

¶ QC Strain Descriptions: Are changes needed? 
o E. coli  ATCC 25922: Should we change description of strain? 
o E. coli  ATCC 25922 produces low levels of ESC-5, a chromosomally-encoded non-inducible Ambler class C enzyme with limited cephalosporinase 

activity (https://www.ncbi.nlm.nih.gov/nuccore/AY899338?from=110&to=1243) (Tracz et al. 2005 
[https://academic.oup.com/jac/a rticle/55/5/768/691267]).  

o The MICs of certain Ɲ-lactam agents that are sensitive to hydrolysis by this enzyme may therefore be slightly reduced (eg, by one to three 
doubling dilutions) against E. coli  ATCC 25922 in the presence of a Ɲ-lactamase inhibitor with a spectrum of inhibition that includes AmpC. 

o Questions if the enzyme described above is expressed enough to warrant additional comments.  
o Should we add statement in Tables 4A-2, 5A-2, Appendix C, or Q&A about potential differences in QC ranges for single agent vs combination 

(may be the same or Ɲ-lactamase inhibitor  may be Ó 1 dilution  different than Ɲ-lactamase)? Reassess after comparing CLSI and EUCAST ranges? 

¶ Proposal to Add Mode/Median or Targets to QC Tables 
o EUCAST  

Á In EUCAST QC tables, both ranges and targets are listed. Repeat testing of EUCAST quality control strains should yield individual MIC and 
zone diameter values randomly distributed within the recommended ranges. If the number of tests is Ó10, the mode MIC should be the 
target value and the mean zone diameter should be close to the target value (optimall y ± 1 mm from the target).  

o CLSI 
Á Previously included mode/median in tables but this information was removed several years ago.  
Á Mode/Mean included in QC Working Group summaries for Tier 3 assessments and potential use in Tables. 
Á Recently added mode to selected QC strains/antimicrobials in CLSI M100 to provide additional information to better evaluate q uality eg,  

¶ Colistin mode for multiple QC strains,  

¶ Imipenem need further action if P. aeruginosa MIC is repeatably 4, range 1-4  
o Could/should CLSI add mode/median or target to QC Tables?  

Á Would additional information improve evaluation of quality?  
Á Options/references to compile and add to CLSI tables?  

¶ EUCAST targets: either refine (target too tight), accept as is, reject or additional action  

¶ QC Working Group summaries: compile from previously approved reports  
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¶ Resurrect modes/means from older CLSI M100 versions 

¶ Tier 3 data: accept as is, reject, additional action or collect more/contemporary data  

¶ Define what to publish for disks and how to establish (eg, median or mean, +/ - x mm) 
Á Are regulatory impacts different in US and EU (eg, user inspections, AST device clearance/labeling)? 
Á Options to add to CLSI M100 tables (eg, in phases or wait until complete, separate or same table).   

¶ Guidance for study design/data requirements to develop QC ranges for  
o Qualitative (eg , screening, specialty tests)  
o Supplemental use only 
o When changing solvents 

11.   ADJOURNMENT 
Dr. Mathers thanked the participants for their attention. The meeting was adjourned at 12:00 PM Central Standard (US) time. 
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2025 JUNE AST MEETING 
SUMMARY MINUTES  

18BPLENARY 2: Monday, 2 June 2025 
19B1:00 PM ð 5:30  PM 

Central  Standard Time  (US) 

#                                                                                     Description  

1.  OPENING 
Dr. Mathers opened the meeting at 1:00 PM Central Standard (US) time. 
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2.  BREAKPOINTS WORKING GROUP (N. NARAYANAN AND M. SATLIN) 
 
AZTREONAM-AVIBACTAM (ATM-AVI) MIC BREAKPOINTS FOR ENTEROBACTERALES 

¶ FDA Indication (7 February 2025) 
o ATM-AVI in combination with metronidazole, is indicated in patients 18 years and older who have limited or no alternative treatme nt options for 

the treatment of cIAI, including those caused by the following susceptible Gram -negative microorganisms: Escherichia coli, Klebsiella 
pneumoniae, Klebsiella oxytoca, Enterobacter cloacae  complex, Citrobacter freundii  complex, and Serratia marcescens. Approval of this 
indication is based on limited clinical safety and efficacy data for ATM -AVI 

o Dose = 1.5 g aztreonam/0.5 g avibactam q6h by 3 -h iv infusion  

¶ Mode of Action 
o Aztreonam not hydrolyzed by metallo -Ɲ-lactamases (MBL) 
o Avibactam prevents hydrolysis of aztreonam by serine -Ɲ-lactamases 
o ATM-AVI effective against MBL-producing isolates  
o Non-monobactam-avibactam combinations ineffective due to hydrolysis of Ɲ-lactam by MBLs 

¶ In vitro  Activity and Epidemiological Cutoff Value Data  
o Comparative activity of ATM and ATM-AVI for key MBL-producing and non-MBL-producing Enterobacterales species 

Á Similar to overall Enterobacterales and non -MBL-containing Enterobacterales, AVI potentiated the activity of ATM against MBL -positive 
Enterobacterales; MIC90s were at least 8 -fold lower for ATM -AVI relative to ATM among the MBL-positive Enterobacterales . 

o Comparative activity of ATM and ATM-AVI for 2,530 MBL-producing Enterobacterales with or without additional Ɲ-lactamase enzymes 
Á Production of additional Ɲ-lactamase enzymes may result in  important differences in susceptibilities  

o In vitro  activity of ATM and ATM-AVI against carbapenemase-producing Enterobacterales (INFORM/ATLAS 2017-2021) 
Á ATM-AVI shows potent activity against carbapenemase-producing Enterobacterales, with MIC 90 values between 0.5 ð 1 mg/L  

o MIC distribution of ATM -AVI for MBL-producing Enterobacterales 
Á Rosolini GM, et al. J Glob Antimicrob Resist. 2024:123-131 

 
¶ ATM-AVI and ATM MIC distributions for all Enterobacterales and MBL-containing Enterobacterales from surveillance studies (2017-2021) 

o Avibactam restores activity of ATM in Enterobacterales, including MBL -containing isolates  
o Dotted red lines represent proposed breakpoints: Susceptible (S)/Intermediate (I)/Resistant (R) MIC  of Ò4 mg/L/8 mg/L/Ó16 mg/L 
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¶ ATM-AVI Epidemiological Cutoff Values (ECVs) for Enterobacterales by species 

o ATM-AVI ECVs for Enterobacterales range from 0.125 mg/L (E. coli ) to 0.5 mg/ml ( K. pneumoniae) 
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¶ MIC distribution for E. coli isolates with PBP3 insertions 

o Periasamy H, et al. J Antimicrob Chemother. 2020; 75:1650 -51. Livermore DM, et al. Int J Antimicrob Agents. 2023; 61:106776  
o ATM binds primarily to PBP3  
o 4 amino acid PBP3 insertions (ie, YRIN or YRIK) increase ATM-AVI MIC, particularly when present with CMY enzymes (ie, AmpC)  
o In Asia and Middle East, these mutants represent >20% of NDM-producing E. coli . Present in all regions of the world . 
o Committee did not ultimately factor this into the breakpoint recommendation : No data indicating that E. coli  with PBP3 insertion and ATM-AVI 
MICs Ò 4/4 µg/mL are more likely to fail treatment than wild -type isolates 

¶ Inferring breakpoints from ECV data alone 
o To avoid cutting into the wild -type distribution, based on ECV alone susceptibility breakpoint should be no lower than 0.5 µg/mL  

¶ Pharmacokinetic-Pharmacodynamic Data 
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o PK/PD targets were derived from hollow fiber infection models and mouse models (thigh and lung infection) testing both E. coli  and K. 
pneumoniae 

 
o Probability of target attainment analysis performed for 5,000 simulated patients with cIAI and HAP/VAP using steady state pla sma exposures  
o Joint PTA: 60% fT>MIC for ATM + 50% fT>CT of 2.5 mg/L for AVI  
o >90% joint PTA for MICs Ò 8 mg/L = PK/PD cutoff  
o Key Discussion Point: Limited data with isolates near the proposed breakpoint and less robust data in non-E. coli  Enterobacterales 

Á Data in E. coli appear strong and were key to guiding PK/PD breakpoint selection  

¶ In discussing with EUCAST, they also largely relied on E. coli  data 
Á In vitro  time -kill data found that ATM -AVI caused >3-log killing at 24 h in most isolates  

¶ Exceptions: AmpC-positive isolates of C. freundii  or S. marcescens 
Á Preclinical in vivo  data in species other than E. coli are less robust 

¶ K. pneumoniae failed to achieve 1 -log10 kill for 2 of 3 isolates in the murine thigh infection model, thus, a target of near 
maximal activity (EC80) was chosen instead of 1 -log10 kill  

¶ No K. pneumoniae isolates with ATM-AVI MICs >0.5 mg/L were evaluated 
Á ATM-AVI murine thigh infection model data show 1.5 -2.3 log reduction against E. coli  but <1 log reduction in 2/3 K. pneumoniae strains 
Á Human simulated regimens (HSRs) for ATM 2g q6h (1hr infusion) alone or in combination with AVI 375mg or 600mg in neutropenic mouse 

thigh infection model . Approved dose: ATM 1.5g/AVI 0.5g q6h (3h infusion). 

¶ Active against E. coli  with ATM-AVI MICs to 8-16 mg/L 

¶ Less active against K. pneumoniae and only tested against isolates with ATM -AVI MICs Ò 0.5 mg/L  
Á ATM-AVI murine pneumonia model data show similar bacterial killing for E. coli  and K. pneumoniae 

o Inferring breakpoints from PK-PD data alone 
Á Based on PK-PD alone susceptibility breakpoint should be no higher than 8 µg/mL  
Á Applicability for non -E. coli  Enterobacterales species is less clear 
Á All K. pneumoniae isolates tested had ATM-AVI MICs Ò 0.5 mg/L and maximum killing varied between the thigh infection model (0.3-1 

log10 CFU reduction) and murine pneumonia model (2 -3 log10 CFU reduction) 

¶ Clinical Outcome Data 
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o Two Phase 3 Studies for ATM-AVI 
Á Summary of Indication: ATM-AVI, in combination with metronidazole, in adults with cIAI caused by susceptible Gram -negative 

microorganisms for which there are limited or no treatment options  
Á REVISIT study: Randomized, open-label clinical trial comparing ATM -AVI (± metronidazole) versus meropenem (± colistin) for 422 

patients with intra -abdominal infections and pneumonia . Included 7 NDM-producing Enterobacterales .  
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Á ASSEMBLE study: Randomized, open-label study of 12 patients with NDM -producing Enterobacterales intra -abdominal infections, 
pneumonia, urinary tract infections, and bloodstream infections A prospective, randomized, open -label, comparative study   

 
¶ Inferring breakpoints from clinical outcomes data alone 

o Based on clinical outcomes data alone susceptibility breakpoint should be no higher than 0.25 µg/m  

¶ ATM-AVI Enterobacterales MIC Breakpoints 
o ECV data alone: Ó0.5 ĳg/mL 
o PK-PD data alone: Ò8 ĳg/mL 
o Clinical data alone: Ò0.25 ĳg/mL 

 
¶ ATM-AVI AHWG Discussion and Recommendation 

o Vote 1: Harmonize with F DA and EUCAST for all Enterobacterales 
Á AHWG Vote: 0-7-0-0 

o Vote 2: Harmonize with FDA and EUCAST for E. coli  only 
Á òNot having a breakpoint has never discouraged the expert from using drugs off label and without established breakpoints.ó 
Á If we set a separate breakpoint for K. pneumoniae it would likely cut into the wild -type distribution as it would be no higher than 0.25 

µg/mL 
Á AHWG Vote: 7-0-0-0 

o Vote 3: Harmonize with FDA and EUCAST for all Enterobacterales include proposed comment 
Á Proposed Comment: òBreakpoints are based largely on data for E. coli . For Enterobacterales other than E. coli , data may not support 
these breakpoints.ó 

Á Preference to re -review non-E. coli  data when more becomes available in coming years rather than not include ATM -AVI as an option for 
K. pneumoniae given the rising prevalence of NDM-producing K. pneumoniae globally 
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Á Many countries will not have access to cefiderocol, at least for several years  
Á AHWG Vote: 7-0-0-0 

¶ Breakpoint s Working Group Discussion and Recommendation 
o Lack of 1-log kill in the thigh infection model with NDM -producing K. pneumoniae  
o Clinical cutoff and lack of isolates with higher MICs within the breakpoint for ôsusceptibleõ (FDA and EUCAST deliberations) 

Á Current CLSI breakpoint for aztreonam alone is Ò 4 mcg/mL (S) 
Á PK/PD data driven by E. coli  

o Should have a high bar to deviate from FDA STIC 
o Motion to accept ATM-AVI MIC breakpoints (S Ò 4/4, I 8/4, R Ó 16/4 ĳg/mL) for Enterobacterales with the comment òBreakpoints are based 

largely on data for E. coli . For Enterobacterales other than E. coli , data may not support these breakpoints.ó WG Vote: 8-0-1-4. 
 
SC DISCUSSION (MAIN POINTS) 

¶ Is it common to see differences between E. coli  and Klebsiella  in PK/PD models?  
o Klebsiella  is always harder to get a 1 -log kill. This is not unique to aztreonam-avibactam. This happens with many drugs. 

¶ In the past FDA has focused on highest MIC clinically demonstrated to work, so it is surprising the FDA went for a higher bre akpoint of 4  µg/mL .  
o The sponsor believes the totality of the data is likely what FDA used to make their decision. The sponsor does not think the comment that the 
òdata does not supportó is not accurate and that it is more fitting that there is a lack of data. 

¶ Why did EUCAST chose a breakpoint of 8 µg/mL? 
o EUCAST does not have the intermediate category. I f the susceptible breakpoint is 4  µg/mL, then the resistant breakpoint is 8  µg/mL.  

¶ For isolates that re -grew in the models, there is no follow -up data to know what the MICs were after the isolates re -grew. 

¶ There is no clinical data at MICs above 0.5 µg/mL . There is concern about the lack of data at the higher MICs.  

¶ For the hollow fiber data with E. coli , the PK/PD data looks good. There is a concern about taking this drug off the table as an option . 

¶ There was concern about deviating from the aztreonam breakpoint of 4 µg/mL.  

¶ CLSI has never held new Ɲ-lactam/ Ɲ-lactamase inhibitor drugs to the standard of having clinical isolates near the breakpoint. Rely on the parent 
breakpoint (aztreonam in this case) to help set the breakpoint for the new inhibitors.  

¶ If the breakpoint is set at anything other than 4  µg/mL, CLSI needs to re-evaluate the aztreonam breakpoint of 4  µg/mL.  

¶ One study is all intraabdominal infections . 

¶ The extra footnote might not be needed. In the second study, this isnõt an MIC vs exposure issue. They did dose ranging (a high dose of the inhibitor) . 
Adding more inhibitor doesnõt improve the killing. This is probably a bug-drug model. Not sure why the lung model behaves differently. In ceftibuten, 
Klebsiella  did not have as good of a kill. Is one log kill truly meaningful vs a ¾ log kill?  

¶ Is the study a neutropenic pneumonia model? Yes. 

¶ Adding in a comment sets a precedent that CLSI might not want to because there are lots of studies that do not cover all the representative organisms.  

¶ Klebsiella  is the main organism where this drug is going to be used, which is why it is being looked at so closely. 

¶ The comment is an extra challenge for laboratories to implement or decide what to do with . Consider removing the comment.  

¶ The FDA package insert specifically includes E. coli, Klebsiella, Citrobacter , and Serratia . 

¶ The Aztreonam-Avibactam AHWG felt a little uncomfortable with the Klebsiella  data.  

¶ Every gram-negative drug that has come though CLSI is largely based on E. coli data, so there is no reason to specifically call this out for this drug. Need 
to be careful about over editorializing this drug . This information could go in a publication or rational e document.  
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A motion to accept the aztreonam -avibactam MIC breakpoints (S Ò 4/4, I 8/4, R Ó 16/4 ĳg/mL) for Enterobacterales was made and seconded. Vote: 8 
for, 5 against, 0 abstain, 1 absent ( Fail) 

 
Against Vote Reasoning: 

¶ Want a comment that states not a lot of  data exists for species outside of E. coli . 

¶ The breakpoint should be lower and the aztreonam breakpoint needs to be re-evaluated.  

¶ Concern that the aztreonam breakpoint is not accurate  
 
SC DISCUSSION (MAIN POINTS) 

¶ The aztreonam breakpoint was recently re -evaluated and it checked every box that CLSI holds as a standard.  

¶ The EUCAST resistant breakpoint is 4 µg/mL, so think of that, not the susceptible breakpoint 1  µg/mL.  

¶ CLSI should not discourage people from bringing forward Klebsiella  data because it is known that it does not perform  as well in animal models as E. coli . 

¶ Can see a two log kill for Klebsiella  against some drugs like cefiderocol . There are no MICs of 1 or 2 in the pre -clinical data for Klebsiella . 

¶ In the pneumonia model, it was well beyond a 1 log kill.  

¶ The breakpoint for aztreonam was changed to avoid false susceptibility for KPCs and it wasnõt based on PK/PD data. 

¶ CLSI M23 states that at least 4 isolates for each species should be tested.  

¶ If this comment is for information, then the M100 is probably not the place for this. Maybe it should be communicated somewhe re else. 

¶ Just because CLSI has not added a comment before doesnõt mean a comment  should not be added now. It is hard for laboratories to find primary 
references.  

 

A motion to accept the aztreonam -avibactam MIC breakpoints (S Ò 4/4, I 8/4, R Ó 16/4 ĳg/mL) for Enterobacterales   with the comment, òBreakpoints 
are based largely on data for E. coli .ó was made and seconded. Vote: 5 for, 8 against, 0 abstain, 1 absent (Fail) 

 
Against Vote Reasoning: 

¶ The breakpoint is too high.  

¶ Do not want the comment added.  
 

A motion to accept the aztreonam -avibactam MIC breakpoints (S Ò 4/4, I 8/4, R Ó 16/4 ĳg/mL) for Enterobacterales was made and seconded. Vote: 1 1 
for, 2 against, 0 abstain, 1 absent (Pass) 

 
Against Vote Reasoning: 

¶ The breakpoint is too high.  
 
 AZTREONAM-AVIBACTAM (ATM-AVI) DISK DIFFUSION BREAKPOINTS FOR ENTEROBACTERALES 

¶ ATM-AVI Enterobacterales Disk Diffusion Breakpoints 
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* area of technical uncertainty: 22 -24 mm 

¶ Datasets 
o LabCorp/ JMI study 

Á Phase III clinical trial isolates (405 Enterobacterales including 224 E. coli , 106 K. pneumoniae) 
Á 31 MBL producers 
Á 1 site: BMD and disk diffusion performed at LabCorp, data analysis by JMI  

¶ 1 replicate per isolate for both BMD and disk diffusion  

¶ 1 disk brand: MAST 

¶ 1 brand of Mueller Hinton broth and agar (unknown brand, info not provided)  
o EUCAST study 

Á 201 Enterobacterales (unknown origin) including 76 E. coli , 47 K. pneumoniae, 14 E. cloacae 
Á 4 MBL producers 
Á 1 site: EUCAST development laboratory 

¶ 2 disk brands: MAST, Oxoid 

¶ 2 Mueller Hinton agar brands: BD BBL, Oxoid 

¶ Unknown: BMD replicates and MH broth brand (info not provided)  

¶ Why are FDA and EUCAST disk breakpoints different? 
o FDA only used the LabCorp/ JMI study with clinical trial isolate s. Limited isolates at high ATM -AVI MICs. 
o EUCAST did their own study. More representative isolates with higher MICs . 
o Combined both datasets = 35 total MBL-producers 
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¶ ATM-AVI AHWG Discussion and Recommendation 

 
o Proposed comment: òDisk diffusion may overcall resistance. If clinically necessary, confirmatory testing with an MIC method can be performed 

on isolates that test intermediate by disk diffusion .ó 
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o Motion to accept the ATM-AVI disk diffusion breakpoints (S Ó 25 mm, I 22-24 mm, R Ò 21 mm) for Enterobacterales with the proposed comment. 
AHWG deferred to clinical microbiologists who agreed with motion.  

¶ Breakpoint s Working Group Discussion and Recommendation 
o Proposal for disk diffusion  breakpoints deviates from breakpoint s approved by FDA.  
o Dataset for FDA decision was based on more limited data . FDA could revisit with updated dataset . 
o Motion to accept the ATM-AVI disk diffusion breakpoints (S Ó 25 mm, I 22-24 mm, R Ò 21 mm) for Enterobacterales with the proposed comment 
òDisk diffusion may overcall resistance. Confirmatory testing with an MIC method can be performed on isolates that test intermediate by disk 
diffusion.ó WG Vote: 8-0-1-4. 

 
SC DISCUSSION (MAIN POINTS) 

¶ During the Breakpoints Working Group meeting, the FDA stated they would be willing to look at the new data and update their breakpoints.  
 

A motion to accept the aztreonam -avibactam disk  diffusion breakpoints (S Ó 25 mm, I 22-24 mm, R Ò 21 mm) for Enterobacterales with the comment , 
òDisk diffusion may overcall resistance. Confirmatory testing with an MIC method can be performed on isolates that test intermediate by disk 
diffusion.ó and wordsmithing of comment to be similar to ceftazidime-avibactam  was made and seconded. Vote: 1 3 for, 0 against, 0 abstain, 1 absent 
(Pass) 

 
AZTREONAM-AVIBACTAM (ATM-AVI) TABLE 1 PLACEMENT 

¶ Breakpoint s Working Group Discussion and Recommendation 
o Motion to place ATM-AVI in Table 1 in Tier 3 with other novel Ɲ-lactamase/Ɲ-lactamase inhibitors . WG Vote: 8-0-1-4. 

 

A motion to place aztreonam -avibactam in Table 1 Tier 3 with other novel Ɲ-lactamase/Ɲ-lactamase inhibitors  was made and seconded. Vote: 1 2 for, 
0 against, 0 abstain, 2 absent (Pass) 

 
TRIMETHOPRIM-SULFAMETHOXAZOLE (SXT) MIC BREAKPOINTS FOR Ɲ-HEMOLYTIC STREPTOCOCCI 

¶ Background 
o Large colony forming pyogenic strains 
o Species from the pyogenic or beta-hemolytic group are further characterized by the presence of Lancefield antigens, which do not always 

correlate with the proper streptococcal species designations  
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o Resistance 

 
o Antimicrobial Susceptibility Testing Methods  

Á SXT disk content the same for CLSI and EUCAST breakpoints: 1.25/23.75 µg 
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o Ɲ-hemolytic Streptococci and SXT 

Á Early studies demonstrated beta-hemolytic streptococci  had variable rates of resistance to SXT (method dependent ) 
Á Perpetuated the thought that beta-hemolytic streptococci  had high levels of resistance to SXT (or even thought to be intrinsically 

resistant)  
o What is the difference between sheep and horse blood? 

Á Lysed horse blood contains thymidine phosphorylase, which neutralizes thymidine  

¶ Thymidine phosphorylase converts thymidine to thymine and hence overcomes the inhibition of folate metabolism that occurs in 
the presence of thymidine  

¶ Can no longer serve as an exogenous source of thymidine 

¶ No other mammalian blood carries thymidine phosphorylase  
Á Thymidine content regulated in MHA (>0.03 mg/ L) 
Á Enterococcus faecalis 29212/33186 used to QC thymidine content in media  

¶ Epidemiologic Cutoff Values (ECVs) 
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¶ Contemporary Data Sets 
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¶ Current EUCAST SXT Breakpoints (v15, 2025) 
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¶ EUCAST Public Consultation 
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¶ Thoughts From the Microbiologists 

o If we approve setting SXT breakpoints for Ɲ-hemolytic streptococci, recommend (reference) BMD MIC testing if performed and add a comment 
o The only approved MIC method for testing is (reference) broth microdilution. Agar based methods using MHA with 5% Sheep Blood (eg, disk 

diffusion, gradient diffusion, agar dilution) should not be performed due to increased thymidine content leading to false res istance.  
o Potential Next Steps: Perform a method evaluation study  

Á MHA + 5% sheep and MHF for agar based methods compared to reference BMD 
Á Disk and gradient diffusion  
Á Assess disk correlates 
Á Evaluate multiple agents (not limited to SXT)  

¶ SXT PK/PD Summary 
o PK/PD Targets for Ɲ-hemolytic streptococci  remain undefine  
o Probably reasonable to assume acceptable PTA for stasis based on arbitrary fAUC0-24 /MIC target of 25 up to an MIC of 0.5 mg/L for 5 mg/kg/day 

or 1 DS Tab twice daily? 
o Purely based on extrapolation from very limited data  

¶ Clinical data pertaining to SXT vs Ɲ-hemolytic Streptococci  
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o Is SXT effective against infections caused by Ɲ-hemolytic streptococci ? 
o Most published studies (predominantly uSSSI and cSSSI) do not answer this question (wrong patient population, wrong comparators) 
o Very limited data from RCTs comparing SXT to standard of care for infections likely to be caused by Ɲ-hemolytic streptococci , but rarely 

including microbiologic or serologic evidence of Ɲ-hemolytic streptococci  infection  
o With those caveats the preponderance of available data suggest efficacy with proper dosing  

¶ Clinical Data Summary 
o Clinical data are incomplete and lack microbiology confirmation of Ɲ-hemolytic streptococci  infection in SSSI 
o Available data for uSSSI and cSSSI suggest efficacy 
o Available data for group A streptococci  pharyngitis raise a question regarding efficacy vs. comparator (PCN G), but  

Á Dosing of SXT in that study may not be adequate  
Á Given the small sample size, 95% CI crosses 1 

o Lack of data for efficacy:  
Á UTI due to group B streptococci   
Á Step-down for more severe Ɲ-hemolytic streptococci  skin infections  
Á Oral option for bloodstream/other deep seated Ɲ-hemolytic streptococci  infections  

¶ SXT Ɲ-hemolytic Streptococci  AHWG Discussion and Recommendation 
o Reasonable to recommend SXT breakpoints for Ɲ-hemolytic streptococci  at least for uncomplicated SSSI  

Á Data for other clinical indications and Ɲ-hemolytic streptococci  species is very limited  
Á Most non-purulent cellulitis is caused by Ɲ-hemolytic streptococci  and treated without cultures, so would include all Ɲ-hemolytic 

streptococci  for any Ɲ-hemolytic streptococci  breakpoint if possible  
o Options discussed 

Á Option 1:  ECV for Ɲ-hemolytic streptococci  
Á Option 2: Breakpoint for Ɲ-hemolytic streptococci  

¶ Limit testing to Tier 4 as mostly used empirically and the data only support uSSTI and maybe cSSTI/uUTI  

¶ Testing issues ð Limited to BMD 
Á Option 3: Breakpoint for Ɲ-hemolytic streptococci  

¶ Add as Tier 2 agent  

¶ Add a comment that the clinical data is limited to SSTI/UTI ð thus each institution needs to evaluate how to test and report  
o Group A Streptococci  vs all Ɲ-hemolytic Streptococci  

Á Distributions and ECVs are similar among all Ɲ-hemolytic streptococci  
Á No clinical data to indicate that we should separate them  
Á Often do not have culture results for non -purulent cellulitis  
Á Table 2H-1 encompasses all Ɲ-hemolytic streptococci ; rare exceptions of Q -D (group A streptococci only)/dalbavancin ( group A 

streptococc i/ group B streptococci / S. dysgalactiae)/telavancin ( group A streptococci/ group B streptococci  only) 
Á AHWG Vote: Unanimously to include all Ɲ-hemolytic streptococci  and not limiting it to group A streptococci  

o ECV vs Breakpoint 
Á Lack of awareness/use of ECVs by clinical laboratories  
Á Setting breakpoints will allow for additional incentive of industry partners to include on commercial AST panels  
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Á Clinical outcomes data to support the use of this agent for certain clinical syndromes associated with Ɲ-hemolytic streptococci  (eg, 
cellulitis)  

Á Contemporary data support a single distribution associated with the wild -type and clinical success 
Á AHWG Vote: Unanimously to set a breakpoint for SXT and Ɲ-hemolytic streptococci  

o Table 1 Test and Report Recommendation 
Á Tier 2: Most likely to influence commercial AST manufacturers to prioritize  
Á Tier 4  

¶ High rates of susceptibility  

¶ Often used empirically  

¶ Tier 4 initially and once we have a broadly available test and more clinical data then reconsider/re -evaluate placement  
Á AHWG Vote: Unanimously for placement in Tier 4  initially  

o Addition of comments  
Á Add a comment that the clinical data limited to SSTI/UTI . Thus each institution needs to evaluate how to test and report . 

¶ òTrimethoprim-sulfamethoxazole might be considered for testing and/or reporting for beta -hemolytic streptococci, clinical data 
is lacking outside of uncomplicated skin and soft tissue infections.ó 

¶ òTrimethoprim -sulfamethoxazole should not be routinely reported for cultures from sterile sites due to lack of clinical data for 
use in most clinical syndromes, other than uncomplicated skin/skin structure infections. ó 

o AHWG Proposal 
Á Set a breakpoint at the ECV (Ò 0.5 µg/m L) for all  Ɲ-hemolytic streptococci . Limite testing to BMD with a comment not to use agar -based 

methods with sheep blood.  
Á Add SXT to Tier 4 in Table 1H-1 (re-evaluate in the future.  
Á AHWG Vote: Unanimously to set a breakpoint for SXT and Ɲ-hemolytic streptococci . 

 
¶ Breakpoint s Working Group Discussion and Recommendation 

o Setting breakpoint is potentially premature (reason for ônoõ vote) 
o Favored setting breakpoint and avoiding an ECV only 
o Limit application to uncomplicated SSTI (based on clinical data)  
o Question on rheumatic fever as a rare outcome for pediatrics in the clinical studies  
o Motion to accept the proposed SXT breakpoints (S Ò 0.5, I 1, R Ó 2 µg/mL) for Ɲ-hemolytic streptococci  with the comment  òTrimethoprim-

sulfamethoxazole might be considered for testing and/or reporting for Ɲ-hemolytic streptococci, clinical data is lacking outside of 
uncomplicated skin and soft tissue infections.ó WG Vote: 7-1-1-4. 

o Motion to place SXT in to Tier 4 in Table 1H -1. WG Vote: 8-0-1-4. 
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SC DISCUSSION (MAIN POINTS) 

¶ Should this apply to  only group A streptococci  or all Ɲ-hemolytic streptococci ?  
o The AHWG wants it to apply to all Ɲ-hemolytic streptococci . They do want to set a breakpoint for SXT.  

¶ Set a breakpoint at the ECV at  (S Ò 0.5, I 1, R Ó 2 ĳg/mL) plus a comment that trimethoprim -sulfamethoxazole might be considered .  

¶ Action Item : Methods Working Group and AHWG work on method comparison studies. The next step would be to look at disk diffusion. Consider the 
Mueller-Hinton fastidious media.  

¶ There must be a clear documentation not to test pharyngal isolates and that SXT does not prevent rheumatic fever.  

¶ This drug will be helpful for diabetic foot infections. Patients are given amoxicillin then get a rash, then their medical re cord lists them as having 
allergies to a wide range of drugs. Clindamycin and tetracycline resistance rates are high.  

¶ Laboratorie s have seen clindamycin and tetracycline susceptibility decrease, so there is a need for  an SXT breakpoint. Should test and know if 
resistance occurs or increases. 

¶ There were a few studies in German y and India that have resistance to trimethoprim or trimethoprim/sulfamethoxazole.  

¶ If there is a breakpoint, that will enable world -wide surveillance.  

¶ The Veterinary  AST Subcommittee has isolates and next-generation sequencing data that they would be happy to share.  

¶ Can the comment  say òbroth microdilutionó instead of òreference method broth microdilutionó? 
o There is lyophilized BMD data that looks acceptable, so CLSI could remove the word òreferenceó. 

¶ There is concern that there is not enough clinical data . 

¶ How do laboratorie s only test on skin, maybe state òskin and skin structureó? 

¶ Should not undersell the strong clinical data here. There is strong clinical data that this works for wild -type organisms. 

¶ Setting a breakpoint goes against the FDA package insert which is difficult.  

¶ Due to the lack of PK/PD data and clinical data from sterile sites EUCAST went with the ECV.  

¶ What about the intermediate  and resistance breakpoints?  
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o Know there is resistance . 
o This is the most conservative place to set a resistance breakpoint.  
o Need the intermediate range to set the disk diffusion breakpoint.  

¶ Breakpoints for STX when used for skin and soft tissue. Consider a Table 1 warning that  testing is not indicated for pharyngeal isolates.  

¶ The word òuncomplicatedó should not be included. Laboratories cannot know if something is òuncomplicatedó. 

¶ Remove the first sentence in the comment, òThe only approved MIC method for testing is broth microdilution.ó 

¶ Laboratories could include in their reporting that it is only for skin.  
 

A motion  to  accept the trimethoprim -sulfamethoxazole MIC breakpoints (S Ò 0.5, I 1, R Ó 2 ĳg/mL) for Ɲ-hemolytic streptococci with the comment, 
òAgar based methods using MHA with 5% sheep blood (eg, disk diffusion, gradient diffusion, agar diffusion) should not be perfo rmed due to increased 
thymidine content leading to false resistance . Not routinely reported other than isolates recovered from skin and skin structure infections.ó, the 
Table 1 comment, and placement in Table 1 Tier 4  was made and seconded. Vote: 1 0 for, 3 against, 0 abstain, 1 absent (Pass) 

 
Against Vote Reasoning: 

¶ There is not enough clinical data. The clinical data is not paired with the microbiology data.  

¶ Need a comment also in Table 2 regarding not to use for pharyngeal isolates.  
 

ORAL CEPHALOSPORIN BREAKPOINTS 

¶ Bugs and Drugs Reviewed 
o E. coli  and S. aureus 
o Cephalexin, cefuroxime, cefpodoxime  

¶ E.coli  PK/PD PTA 
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¶ S. aureus PK/PD PTA 
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¶ USCAST Data 
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