
This is the author’s final, peer-reviewed manuscript as accepted for publication.  The 
publisher-formatted version may be available through the publisher’s web site or your 
institution’s library.  

This item was retrieved from the K-State Research Exchange (K-REx), the institutional 
repository of Kansas State University.  K-REx is available at http://krex.ksu.edu 

 

Antimicrobial multi drug resistance and co-resistance 
patterns of Mannheimia haemolytica isolated from bovine 
respiratory disease cases – a three year (2009-2011) 
retrospective analysis 
 
Brian V. Lubbers, Gregg Hanzlicek 
 
 
How to cite this manuscript 
 
If you make reference to this version of the manuscript, use the following information: 
 
Lubbers, B. V., & Hanzlicek, G. (2013). Antimicrobial multi drug resistance and co-
resistance patterns of Mannheimia haemolytica isolated from bovine respiratory disease 
cases: A three year (2009-2011) retrospective analysis. Retrieved from 
http://krex.ksu.edu 
 
Published Version Information 
 
 
Citation: Lubbers, B. V., & Hanzlicek, G. A. (2013). Antimicrobial multidrug resistance 
and coresistance patterns of Mannheimia haemolytica isolated from bovine respiratory 
disease cases: A three-year (2009–2011) retrospective analysis. Journal of Veterinary 
Diagnostic Investigation, 25(3), 413-417. 
 
 
Copyright: © 2013 The Author(s) 
 
 
 
Digital Object Identifier (DOI): doi:10.1177/1040638713485227 
 
 
 
Publisher’s Link: http://vdi.sagepub.com/content/25/3/413 
 
 
 



1 
 

Antimicrobial Multi Drug Resistance and Co‐resistance patterns of Mannheimia 

haemolytica Isolated from Bovine Respiratory Disease Cases – A three year (2009‐

2011) Retrospective Analysis 

 

Brian V. Lubbers,1 Gregg Hanzlicek 

 

From the Kansas State Veterinary Diagnostic Laboratory, Department of Diagnostic Medicine / 

Pathobiology, Kansas State University, College of Veterinary Medicine, Manhattan, KS 66506 

 

Corresponding author:  Brian V. Lubbers, Kansas State Veterinary Diagnostic 

Laboratory, 1800 Denison Ave, Manhattan, KS 66506.  blubbers@vet.k-state.edu 

 

Running Title: Prevalence of Multi Drug Resistant Mannheimia haemolytica  

 

   



2 
 

Abstract 

Bovine respiratory disease continues to be the most important ailment of feedyard cattle.  

While the disease is multifactorial in nature, therapy continues to target the primary bacterial 

pathogens, Mannheimia haemolytica, Pasteurella multocida and Histophilus somni.  A survey of 

records from a single diagnostic laboratory was conducted to evaluate the percentage of 

Mannheimia haemolytica isolates that were resistant to multiple antimicrobials and if co-

resistance patterns could be detected.  All susceptibility test results for Mannheimia haemolytica 

recovered from lung tissues of cattle were eligible for inclusion in the survey.  There were no 

isolates over the course of the analysis that were resistant to all 6 antimicrobials, primarily due to 

a lack of resistance to ceftiofur.  In 2009, just over 5% of isolates were resistant to 5 or more 

antimicrobials (pan-resistant).  In 2011, over 35% of the Mannheimia haemolytica isolates were 

characterized as pan-resistant.   Significant antimicrobial co-resistance patterns were only seen 

with oxytetracycline and tilmicosin; bacterial isolates that were resistant to either oxytetracycline 

or tilmicosin were more likely to be resistant to at least one other antimicrobial.  The 

mechanisms by which Mannheimia haemolytica is developing multi drug resistance warrant 

investigation if antimicrobial utility in the therapy of bovine respiratory disease is to be 

preserved. 
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Bovine respiratory disease (BRD) continues to be one of the most important diseases of 

feedlot cattle.20   The economic losses due to this disease have been estimated to approach $1 

billion dollars in the United States alone, due to increased drug and labor costs, decreased 

production and animal death losses.9  Applying this estimate today, however, does not account 

for the increasing pattern, and associated costs, of antimicrobial resistance among the BRD 

pathogens.16  While the exact cost of antimicrobial resistance in cases of BRD is unknown, this 

type of analysis in human cases has shown the economic impact of antimicrobial resistance to be 

significantly increased, both in terms of dollars and mortality.3,19   

It is not uncommon to find large scale summaries of susceptibility data for bovine 

bacterial pathogens.8,10,12,17,23   The data in these summaries are generally presented as either: 1) 

the percentage of isolates that are susceptible or resistant or 2) the MIC50 / MIC90 for the isolates 

tested.  While this information is useful for evaluating resistance of specific antimicrobials or 

antimicrobial classes, it does not allow for the evaluation of multi drug resistance for the 

individual isolates.  Data regarding the prevalence of multi drug antimicrobial resistance would 

clarify the role of susceptibility testing in BRD cases and would allow veterinary clinicians to 

design more effective empirical treatment protocols.   

The primary objective of the current retrospective analysis was to determine the 

prevalence of multi drug resistant Mannheimia haemolytica isolates from bovine respiratory 

disease cases.  The secondary objective was to determine if co-resistance was significantly 

associated with certain antimicrobials. 

All diagnostic records of the Kansas State Veterinary Diagnostic Laboratory from 

January 1, 2009 through December 31, 2011 were included in the initial search.  Records were 

included in the final analysis if they met the following criteria:  1) specimen was bovine lung; 2) 
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culture positive for Mannheimia haemolytica; 3) susceptibility test results were available; 4) 

isolate was from a clinical case (research isolates excluded). 

During the survey period, all susceptibility testing was performed using broth 

microdilution methods as recommended by Clinical and Laboratory Standards Institute (CLSI).6  

Briefly, growth from an overnight culture was used to directly suspend colonies into cation-

adjusted Mueller-Hinton broth.  Suspensions were adjusted to deliver approximately 5 x 105 

CFU/mL per well to the plates.a  Inoculation was performed using an automated delivery deviceb 

and plates were incubated for 18 to 24 hours in a 35°C, non-CO2 incubator.  In 2009 and 2010, 

plates were read using a manual system.c  In 2011, plates were read using a fully automated 

reading system.d 

  Only antimicrobials with CLSI approved interpretive criteria for Mannheimia 

haemolytica isolated from bovine respiratory disease were evaluated in this study.6  These 

antimicrobials included: ceftiofur, danofloxacin, enrofloxacin, florfenicol, oxytetracycline, 

spectinomycin, tilmicosin, and tulathromycin.  

Descriptive analysis was completed using a commercial spreadsheet program.e  Data 

analysis in the odds ratio portion was completed using a commercial statistical software 

program.f  Logistic regression (generalized mixed) models were used to analyze the probability 

that resistance to a given agent was associated with resistance to at least one other antimicrobial 

(co-resistance).  The random effect was animal-owner within year to reflect the lack of 

independence between samples.  A P-value of 0.10 was considered significant for all models.  

The search yielded 55, 155, and 179 eligible bacterial isolates from years 2009, 2010, and 

2011, respectively.  Following the initial analysis of 2011 data, strong relationships within drug 

class were noted for the fluoroquinolones and macrolides.  The susceptibility test results for 
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enrofloxacin and danofloxacin were equivalent within the error of the test (+/- 1 dilution) for 177 

of the 179 isolates.  For the macrolide class, the interpretation was “resistant” for both tilmicosin 

and tulathromycin in 153 of 179 (85.5%) isolates.  Of the remaining 26 isolates, 14 were 

interpretation discrepancies of “intermediate” and “susceptible”, which had no effect on the 

outcome variable of concern (“resistant”) in this report. Seven of the remaining isolates were 

“resistant” to tulathromycin and “intermediate” or “susceptible” to tilmicosin.  The remaining 5 

isolates were “resistant” to tilmicosin and “intermediate” or “susceptible” to tulathromycin.  To 

eliminate the antimicrobial class effect, danofloxacin and tulathromycin were excluded from the 

final analysis.  The class effect was not evaluated for 2009 and 2010 as the objective was to 

compare the same antimicrobials across the three year period. 

The contribution of isolates from individual premises was evaluated to control for bias in 

the data due to clonal isolates.  In this data set, the 389 isolates originated from 266 unique 

premises.  The majority of these premises (75.2%) are represented by only a single isolate in the 

three year data set (Fig. 2).  Less than 10% of the premises are represented by 3 or more isolates. 

The highest number of isolates from a single premise was nine (n=1).  Removing isolates from 

the same premise with identical susceptibility profiles in a given calendar year had minimal 

effects on the outcomes; 2011 isolates characterized as “resistant to 5 antimicrobials” would 

decrease by 3.75%, all other year-resistance classifications were affected by less than 2% (data 

not shown). No isolates were excluded from the data set because of their premise origin.  Doing 

so for these particular isolates had minimal effects on outcomes and represents an overly 

conservative approach to estimating multi drug resistance. 

Over the three year period, there were no bacterial isolates that were resistant to all 6 

antimicrobials.  This was primarily due to a general lack of resistance to ceftiofur.  Only 2 
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Mannheimia haemolytica isolates were classified as resistant to ceftiofur during the entire 

surveyed period (these isolates were susceptible to other antimicrobials).  In 2009, almost 35% of 

Mannheimia haemolytica isolates were susceptible to all 6 antimicrobials tested (pan-

susceptible).  Isolates resistant to 1, 2, 3, 4 and 5 antimicrobials made up 9%, 15%, 13%, 24% 

and 5% of recovered Mannheimia haemolytica, respectively.  In 2011, 17%, 8%, 12%, 3%, 25% 

and 35% of isolates were resistant to 0, 1, 2, 3, 4, and 5 antimicrobials, respectively.  (Fig. 1).  

Using resistance to 3 or more antimicrobials as the definition for multi drug resistance, 42%, 

46% and 63% of the isolates would be classified as multi drug resistant in 2009, 2010, and 2011, 

respectively. 

In determining co-resistance patterns, isolates found to be resistant to oxytetracycline 

were 3.52 times more likely (P = 0.04) to be resistant to one or more additional antimicrobials 

compared to non-oxytetracycline resistant isolates (Table 1).   Isolates resistant to tilmicosin 

were 2.64 times more likely (P = 0.06) to be resistant to at least one other antimicrobial (Table 

1).  There were no statistically significant co-resistance patterns for enrofloxin, florfenicol or 

spectinomycin over the three year period.  Due to low numbers of ceftiofur resistant isolates, the 

odds ratio was not calculated for this antimicrobial. 

Antimicrobial resistance in veterinary medicine has received a considerable amount of 

recognition as a potential factor leading to antimicrobial resistance in human medicine.1,2,22 

However, the contribution of multi drug resistance to limited or failed therapy in veterinary 

patients has received much less attention.15  Previous reports on multi drug resistance in 

Mannheimia haemolytica from cattle have been limited by low numbers (<30) of isolates or 

testing antimicrobials without CLSI approved interpretive criteria.4,5,7,18,24  A comprehensive 

study evaluating resistance in Mannheimia haemolytica reported very low rates (1.2%) of multi 
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drug resistance.13  In that study, isolates were obtained from the nasopharynx of cattle upon entry 

into and exit from 2 Canadian feedyards from September 2008 to February 2009.  The higher 

rates of multi drug resistance reported here could be a result of geographical and/or temporal 

factors.  These differences might also be explained by the methods used to select isolates; the 

Canadian study surveyed nasal flora of healthy animals, while the current study retrospectively 

analyzed isolates from lung tissue of deceased animals.   

The results of the current report indicate that a high percentage of Mannheimia 

haemolytica isolates recovered from bovine lung at the Kansas State Veterinary Diagnostic 

Laboratory are multi drug resistant.  Because there are a limited number of antimicrobial classes 

indicated for treatment of BRD and restrictions on the extra-label use of therapeutics in food 

animals, multi drug antimicrobial resistance in the BRD pathogens poses a severe threat to the 

livestock industry.   

The findings of the present study also emphasize the importance of antimicrobial 

susceptibility testing in the management of bovine respiratory disease.  In 2011, the majority 

(82.7%) of isolates were resistant to at least one antimicrobial.  Although ceftiofur was generally 

susceptible and oxytetracycline and tilmicosin were associated with co-resistance, the patterns of 

resistance to other antimicrobials were largely unpredictable.  Together, these factors would 

support the justification of susceptibility testing both from efficacy and antimicrobial 

stewardship standpoints.  The turnaround time of traditional culture and susceptibility testing 

makes it impractical for individual case management.  However, if used in early BRD cases, it 

can be useful for justifying treatment protocol deviations in future cases within the herd or group 

setting.   



8 
 

There are several limitations to the data summarized in this report.  As with all 

retrospective surveys of diagnostic submissions, the isolates selected for testing are not a random 

sample of all Mannheimia haemolytica isolates.11  As the isolates in this report are primarily 

from Kansas and Nebraska, there is the potential for geographical bias.  Similar retrospective 

analyses of human clinical isolates have shown strong regional distribution patterns of 

antimicrobial resistance phenotypes.21  The overrepresentation of feed yard submissions in these 

data likely reduce the external validity of the results to different cattle industry subgroups, but 

these limitations do not limit the importance of these findings, especially to feed yard 

veterinarians in the Midwest.  These data would support the need for similar analyses in other 

regions of the United States.    

In the current study, the selection criteria used (only isolates from lung tissue were 

included) creates a bias toward isolates causing clinical disease.  Although unknown in the 

majority of submissions, the assumption with regard to isolates from lung tissue is that the 

animal died from BRD.  The correlation between virulence of the bacterial organism and 

antimicrobial resistance phenotype is unknown, however isolates from clinical cases are more 

likely to have had previous exposure to antimicrobials.  Whether an animal had received prior 

antimicrobial treatments and/or the timing of therapy relative to death of the animal are potential 

confounding factors that are unknown in the majority of cases reported here.  Although the effect 

of prior treatment could not be evaluated here, it may be of minimal importance as a previous 

study reported that the antimicrobials used antemortem had little impact on the postmortem 

susceptibility patterns.14  While selection pressure from prior antimicrobial therapy may or may 

not impact the percentages of isolates reported here, the presence of these isolates cannot be 

dismissed.     
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Despite these limitations, this report provides a regional perspective on multi drug 

antimicrobial resistance in Mannheimia haemolytica isolates from cattle.  This survey was not 

designed to determine the clinical implications of multi drug resistance or the mechanisms by 

which these isolates are developing resistance.  However, these would be critical topics for 

further investigation if antimicrobial utility in food animals is to be preserved.  This study also 

highlights the need for continuing, prospective monitoring programs.   

 

Acknowledgements	

The authors would like to thank Rob McGaughey for his assistance with lab information 

management system data retrieval.  The authors would like to thank Gina Scott for her assistance 

in preparing the manuscript. 

Sources	and	manufacturers	

a BOPO6F, Thermo Scientific – Trek Diagnostic Systems, Cleveland, OH. 

b Sensititre AIM, Thermo Scientific – Trek Diagnostic Systems, Cleveland, OH. 

c Sensititre Vizion System, Thermo Scientific – Trek Diagnostic Systems, Cleveland, OH. 

d Sensititre ARIS 2X, Thermo Scientific – Trek Diagnostic Systems, Cleveland, OH. 

e Excel 2010, Microsoft Corporation, Redmond, WA. 

f  STATA v.12.0, StataCorp, College Station, TX.  

 

Declarations	of	conflicting	interests	

The author(s) declared the following potential conflicts of interest with respect to the research, 

authorship, and/or publication of this article: Brian Lubbers has an active consulting agreement 

with Merck Animal Health. 



10 
 

Funding	

The author(s) received no financial support for the research, authorship, and/or publication of 

this article. 

References	

1. Aarestrup FM, Wegener HC: 1999, The effects of antibiotic usage in food animals on the 

development of antimicrobial resistance of importance for humans in Campylobacter and 

Escherichia coli.  Microbes Infect 1: 639‐644. 

2. Barza M.: 2002, Potential Mechanisms of Increased Disease in Humans from Antimicrobial 

Resistance in Food Animals.  Clin Infect Dis 34 (S3): S123‐125.   

3. Carmeli Y, Troillet N, Karchmer AW, Samore MH: 1999, Health and economic outcomes of 

antibiotic resistance in Pseudomonas aeruginosa. Arch Intern Med 159: 1127‐1132. 

4. Catry B, Haesebrouck F, Vliegher SD, et al:  2005, Variability in acquired resistance of 

Pasteurella and Mannheimia isolates from the nasopharynx of calves, with particular 

reference to different herd types. Microb Drug Resist  11:387‐394. 

5. Chang WH and Carter GR: 1976, Multiple drug resistance in Pasteurella multocida and 

Pasteurella haemolytica from cattle and swine.  J Am Vet Med Assoc  169(7): 710‐712. 

6. Clinical and Laboratory Standards Institute (CLSI): 2008, Performance Standards for 

Antimicrobial Disk and Dilution Susceptibility Tests for Bacteria Isolated from Animals; 

Approved Standard –Third Edition. CLSI document M31‐A3.  CLSI, Wayne, PA. 

7. Esaki H, Asai T, Kojima A, et al.:  2005, Antimicrobial susceptibility of Mannheimia 

haemolytica isolates from cattle in Japan from 2001 to 2002.  J Vet Med Sci 67(1): 75‐77. 



11 
 

8. Fales WH, Selby LA, Webber JJ, et al.:  1982, Antimicrobial resistance among Pasteurella spp 

recovered from Missouri and Iowa cattle with bovine respiratory disease complex.  J Am Vet 

Med Assoc  181(5): 477‐479. 

9. Griffin D:  1997, Economic impact associated with respiratory disease in beef cattle.  Vet Clin 

of N Am Food Anim Pract 13:367‐377. 

10. Hendriksen RS, Mevius DJ, Schroeter A, et al.: 2008, Prevalence of antimicrobial resistance 

among bacterial pathogens isolated from cattle in different European countries: 2002‐2004.  

Acta Veterinaria Scandinavica 50:28. 

11. Hess DR:  2004, Retrospective studies and chart reviews.  Respir Care 49(10): 1171‐1174. 

12. Kehrenberg C, Schulze‐Tanzil G, Martel JL, et al.: 2001, Antimicrobial resistance in 

Pasteurella and Mannheimia: epidemiology and genetic basis.  Vet Res 32: 323‐339. 

13. Klima CL, Alexander TW, Read RR, et al.:  2011, Genetic characterization and antimicrobial 

susceptibility of Mannheimia haemolytica isolated from the nasopharynx of feedlot cattle.  

Vet Microbiol 149: 390‐398. 

14. Lamm CG, Love BC, Krehbiel CR, et al: 2012, Comparison of antemortem antimicrobial 

treatment regimens to antimicrobial susceptibility patterns of postmortem lung isolates 

from feedlot cattle with bronchopneumonia. J Vet Diagn Invest 24(2): 277‐282. 

15. McEwen SA and Fedorka‐Cray PJ: 2002, Antimicrobial Use and Resistance in Animals.  Clin 

Infect Dis 34 (S3): 93‐106. 

16. Portis E, Lindeman C, Johansen L, Stoltman G: 2012, A ten‐year (2000‐2009) study of 

antimicrobial susceptibility of bacteria that cause bovine respiratory disease complex – 



12 
 

Mannheimia haemolytica, Pasteurella multocida, and Histophilus somni‐ in the United 

States and Canada.  J Vet Diagn Invest 24: 932‐944. 

17. Post KW, Cole NA, Raleigh RH:  1991, In vitro antimicrobial susceptibility of Pasteurella 

haemolytica and Pasteurella multocida recovered from cattle with bovine respiratory 

disease complex.  J Vet Diagn Invest  3: 124‐126. 

18. Rérat M, Albini S, Jaquier V, et al:  2012, Bovine respiratory disease: Efficacy of different 

prophylactic treatments in veal calves and antimicrobial resistance of isolated 

Pasteurellaceae.  Prev Vet Med  103:265‐273. 

19. Rubin RJ, Harrington CA, Poon A, et al.:  The economic impact of Staphylococcus aureus 

infection in New York City hospitals.  Emerg Infect Dis 5(1): 9‐17. 

20. Smith RA:  1998, Impact of disease on feedlot performance: a review.  J Anim Sci 76:272‐

274. 

21. Thornsberry C, Sahm DF, Kelly LJ, et al: 2002, Regional trends in antimicrobial resistance 

among clinical isolates of Streptococcus pneumoniae, Haemophilus influenzae, and 

Moraxella catarrhalis in the United States:  Results from the TRUST surveillance Program, 

1999–2000.  Clin Infect Dis 34 (S1): 4‐16. 

22. van den Bogaard AE, Stobberingh EE: 2000, Epidemiology of resistance to antibiotics: Links 

between animals and humans.  Int J Antimicrob Ag 14: 327‐335. 

23. Wallmann J: 2006, Monitoring of antimicrobial resistance in pathogenic bacteria from 

livestock animals.  Intern J of Med Micro 296(S2): 81‐86. 

24. Wettstein K, Frey J: 2004, Antimicrobial resistance pattern of respiratory tract pathogens 

isolated from different animal species.  Schweiz Arch Tierheilkd  146, 417‐422. 



13 
 

Tables	

Table 1.  Antimicrobial co‐resistance patterns of Mannheimia haemolytica isolates.   

Antimicrobial  Odds Ratio‡  95% Confidence Interval  P‐ Value 

Enrofloxacin   0.71  0.32 ‐ 1.58  0.41 
Florfenicol   1.43  0.63 ‐ 3.25  0.40 

Oxytetracycline   3.52  1.07 ‐ 11.61  0.04 
Spectinomycin   1.08  0.48 ‐ 2.44  0.86 
Tilmicosin  2.64  0.97 ‐ 7.17  0.06 

       
 
‡ Odds ra o is the odds of an isolate being resistant to one or more other an microbials given 

resistance to the antimicrobial listed compared to the odds of an isolate being resistant to one or more 

other antimicrobials given the isolate is not resistant to the antimicrobial listed. 
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Figure	1	

 

 

Figure 1.  The percentage of Mannheimia haemolytica isolates, by year, which were resistant to 0, 1, 2, 

3, 4, and 5 antimicrobials, respectively.  Isolates in the 0 column would be considered pan susceptible 

isolates.  There were no isolates resistant to all 6 antimicrobials over the course of the survey. 
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Figure	2	

 

Figure 2.  The number of isolates recovered per premise during the 3 year survey period.  The 389 

Mannheimia haemolytica isolates originated from 266 unique premises.  The highest number of isolates 

recovered from a single premise was nine.   
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