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Introduction

In modern biomedical research, the humane treatment of laboratory animals is both an ethical imperative and a 

scientific necessity. Proper anesthesia and analgesia not only safeguard animal welfare but also enhance the 

reliability of experimental data by minimizing stress �induced physiological changes. The anesthesia and analgesia 

in laboratory animals second edition American College of Laboratory Animal Medicine(ACLM) provides a

comprehensive, evidence �based framework that has become the gold standard for researchers worldwide. This

article offers an in �depth exploration of the second edition’s key updates, practical applications, and future

directions, equipping scientists, veterinarians, and technicians with the knowledge needed to implement optimal

pain management protocols in their laboratories.

Overview of the Second Edition

Historical Context

The first edition of ACLM’s anesthesia and analgesia guidelines, published in 2001, revolutionized animal care by

consolidating decades of veterinary practice into a single, accessible reference. Over the past two decades,

advances in pharmacology, monitoring technology, and ethical standards necessitated a comprehensive revision.

The second edition, released in 2024, reflects these developments and incorporates new research findings,

regulatory updates, and user �friendly tools for protocol design.

Key Updates

•  Expanded species coverage, including new recommendations for non �rodent mammals such as ferrets, guinea 

pigs, and primates.

•  Updated drug safety profiles based on recent pharmacovigilance data.

•  Integration of multimodal analgesia strategies tailored to specific procedures.

•  Enhanced monitoring guidelines incorporating advanced telemetry and non �invasive imaging.

•  Practical tools for risk assessment, including decision trees and checklists.

Core Principles of Anesthesia and Analgesia

Ethical Foundations

At the heart of the second edition lies the principle of the 3Rs—Replacement, Reduction, and Refinement.

Anesthesia and analgesia are pivotal to Refinement, ensuring that animals experience the least possible distress.

The guidelines emphasize that pain management is not a peripheral concern but a central component of

experimental integrity.

Regulatory Landscape

Compliance with local, national, and international regulations is mandatory. The second edition aligns with the US

Animal Welfare Act, the European Directive 2010/63/EU, and the International Guide for the Care and Use of

Laboratory Animals. It also addresses emerging regulations in the United States, such as the proposed



amendments to the Animal Welfare Act (AWA) and the updated guidance from the Institutional Animal Care and

Use Committee (IACUC).

Anesthetic Agents and Protocols

Inhalational Anesthetics

Inhalational agents remain the backbone of anesthesia for many species due to their rapid onset and easy titration.

The second edition provides detailed dosing tables for commonly used agents such as isoflurane, sevoflurane, and

halothane. It also discusses the importance of fresh gas flow rates, scavenging systems, and oxygen

supplementation to mitigate hypoxia.

Intravenous Anesthetics

Intravenous (IV) agents are indispensable for induction in species where inhalation is impractical or for rapid

reversal of anesthesia. The guidelines recommend ketamine–xylazine combinations for rodents, but also highlight

alternatives like propofol and alfaxalone for larger mammals. Updated safety data on dosage ranges and

contraindications are provided to help clinicians avoid adverse events.

Combination Protocols

Combining inhalational and IV agents can optimize depth of anesthesia while minimizing drug toxicity. The second

edition introduces several evidence �based combination protocols, such as isoflurane–ketamine or sevoflurane–

propofol, and provides step �by �step induction and maintenance charts. These protocols are tailored to specific

procedures, from minor biopsies to complex surgeries.

Analgesic Strategies

Opioid Analgesics

Opioids remain the gold standard for moderate to severe pain. The guidelines recommend fentanyl, buprenorphine,

and tramadol, each with species �specific dosing regimens. The second edition also discusses the risks of

respiratory depression and provides clear reversal protocols using naloxone.

Non �Opioid Options

Non �steroidal anti �inflammatory drugs (NSAIDs) such as meloxicam, carprofen, and ketoprofen are highlighted for

their efficacy in controlling inflammation �related pain. The guidelines detail contraindications, such as renal

impairment, and provide recommendations for staggered dosing schedules.

Multimodal Analgesia

Combining opioid and non �opioid agents reduces the required dose of each, thereby minimizing side effects. The

second edition offers multimodal regimens for specific surgeries— for example, a pre �operative NSAID plus a local

anesthetic block for limb surgeries in rabbits. The section also explores adjuncts like gabapentin and lidocaine

patches for neuropathic pain.

Species �Specific Considerations

Rodents

Rodents are the most frequently used laboratory animals. The second edition provides detailed induction protocols

for mice and rats, including recommended pre �operative fasting times, hydration strategies, and monitoring

parameters such as heart rate and respiratory rate. It also addresses the unique challenges of small �size animals,



such as the risk of hypothermia and the need for precise drug delivery.

Rabbits

Rabbits have a high sensitivity to pain and a propensity for respiratory distress. The guidelines recommend using a

combination of ketamine and midazolam for induction, followed by isoflurane maintenance. Analgesic protocols

emphasize the use of NSAIDs and opioids, and caution against the use of certain local anesthetics that can cause

systemic toxicity.

Non �Rodent Mammals

For larger mammals such as guinea pigs, ferrets, and non �human primates, the second edition offers

species �specific dosing charts and monitoring recommendations. It also discusses the importance of acclimatization

to handling and the use of pre �operative anxiolytics to reduce stress.

Monitoring and Assessment

Physiological Monitoring

Continuous monitoring of heart rate, respiratory rate, oxygen saturation, and body temperature is essential for safe

anesthesia. The second edition introduces a standardized monitoring protocol that includes the use of pulse

oximeters, capnography, and non �invasive blood pressure cuffs. It also recommends routine checks every 5–10

minutes during the procedure.

Pain Scoring Systems

Objective pain assessment is critical for evaluating analgesic efficacy. The guidelines present validated pain scoring

systems for various species, such as the Rat Grimace Scale, the Rabbit Pain Scale, and the Mouse Pain Scale.

These tools help clinicians adjust analgesic regimens in real time and ensure consistent welfare standards across

laboratories.

Post �Operative Care

Recovery Protocols

Recovery from anesthesia is a vulnerable period. The second edition recommends the use of warmed recovery

cages, continuous monitoring of vital signs, and immediate administration of rescue analgesics if pain scores

exceed predefined thresholds. It also stresses the importance of preventing hypoglycemia in rodents by providing

glucose �enriched water post �operatively.

Long �Term Welfare

For chronic studies, the guidelines outline strategies for long �term pain management, including the use of

sustained �release analgesics and the implementation of behavioral enrichment to reduce stress. The section also

covers the monitoring of potential drug interactions over extended periods.

Practical Implementation in Research

Protocol Development

Developing a robust anesthesia and analgesia protocol begins with a thorough risk assessment. The second

edition offers a step �by �step template that includes:

1.  Procedure classification (minor, moderate, major)

2.  Species and strain selection



3.  Drug selection and dosing

4.  Monitoring plan

5.  Emergency response plan

Using this template ensures that all critical elements are addressed before the first animal is anesthetized.

Training and Competency

Staff training is a cornerstone of safe animal care. The guidelines recommend a competency �based training

program that covers pharmacology, monitoring techniques, emergency response, and ethical considerations.

Competency assessments should be documented and reviewed annually to maintain high standards of practice.

Common Challenges and Troubleshooting

Adverse Reactions

Common adverse events include respiratory depression, hypotension, and hypothermia. The second edition

provides a troubleshooting matrix that links symptoms to potential causes and recommends corrective actions. For

example, if a rodent exhibits bradycardia during isoflurane anesthesia, the matrix suggests reducing the isoflurane

concentration and administering a sympathomimetic agent.

Managing Pain in Chronic Models

Chronic pain models present unique challenges, such as drug tolerance and altered pain thresholds. The

guidelines advise using a multimodal approach that incorporates both pharmacologic and non �pharmacologic

interventions, such as environmental enrichment and behavioral therapy. It also highlights the importance of regular

pain assessments to detect changes over time.

Future Directions

Emerging Technologies

Recent advances in telemetry, wearable sensors, and machine learning are reshaping anesthesia monitoring. The

second edition discusses the potential of these technologies to provide real �time, non �invasive data on heart rate

variability, stress hormones, and pain biomarkers. Integrating these tools could lead to more precise titration of

anesthetic agents and earlier detection of complications.

Translational Relevance

Aligning animal anesthesia protocols with human clinical practices enhances the translational value of pre �clinical

studies. The guidelines recommend adopting human �equivalent dosing strategies and incorporating

pharmacokinetic modeling to predict drug behavior across species. This approach improves the predictability of

therapeutic outcomes and supports the development of safer, more effective treatments.

Conclusion

The second edition of the American College of Laboratory Animal Medicine’s anesthesia and analgesia guidelines

represents a comprehensive, forward �looking resource for researchers and veterinarians alike. By integrating the

latest pharmacological data, advanced monitoring techniques, and a strong ethical framework, the guidelines help

ensure that laboratory animals receive the highest standard of care while simultaneously enhancing the scientific

rigor of experimental studies. Implementing these best practices is not only a regulatory requirement but a moral

obligation that ultimately benefits both animal welfare and the advancement of biomedical science.
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