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Cover Illustration: The Squamata—the reptile group comprising lizards and snakes—includes more than 11,000
described species. Among them, Anolis lizards are an ecologically diverse group that has been the subject of wide-
ranging biological studies, from speciation and convergent evolution to climate adaptation and tail regeneration. Func-
tional genetic analyses of these phenomena, however, have remained limited, hindering not only our ability to investigate
the molecular mechanisms underlying these processes but also comparative analyses of gene function across vertebrates.
This limitation stems largely from issues related to the reproductive biology of these reptiles, which makes the isolation of
fertilized oocytes or single-celled embryos for gene-editing approaches impractical for most species. To overcome these
challenges, Sabin et al. describe a surgical approach in the brown anole Anolis sagrei that enables microinjection of
CRISPR–Cas9 ribonucleoprotein complexes into unfertilized oocytes while they are still maturing within the ovary,
which allows for the routine production of gene-edited lizards (doi:10.1101/pdb.prot108652). The cover image depicts
an artistic rendition of hatchling Anolis sagrei lizards; from left to right, the animals shown are tfec−/−, wild type, and
tyr−/−. Image by Olivia Martin.

Responsible Science and Research

Researchers using the procedures described inCSH Protocolsmust obtain all necessary permissions and appropriate
approvals from the local institutional reviewboard (IRB) or other appropriate ethics committee, prior to the start of
the study. All work using human subjects and animalsmust be performed in accordancewith the ethical standards
of the relevant institutional and national committees for such matters and the WMS Declaration of Helsinki on
ethical principles for medical research.

General Cautions

The procedures described in CSH Protocols should be performed by laboratory personnel with experience in lab-
oratory and chemical safety or students under the supervision of trained personnel. The procedures, chemicals,
and equipment referenced in these manuals may be hazardous and could cause serious injury unless performed,
handled, and used with care and in a manner consistent with safe laboratory practices. Students and researchers
using the procedures in these manuals do so at their own risk. It is essential for your safety that you consult the
appropriate Material Safety Data Sheets, the manufacturers’ manuals provided with the relevant equipment, and
your institution’s Environmental Health and Safety Office (hereafter referred to as safety office), as well as the
General Safety and Disposal Cautions (see www.cshprotocols.org/cautions), for proper handling of hazardous
materials. Cold Spring Harbor Laboratory makes no representations or warranties with respect to the material
set forth in CSH Protocols and has no liability in connection with the use of these materials.

All registered trademarks, trade names, and brand names mentioned in CSH Protocols are the property of the
respective owners. Readers should consult individual manufacturers and other resources for current and specific
product information.

Appropriate sources for obtaining safety information and general guidelines for laboratory safety are provided in the
General Safety and Hazardous Material Information page online (www.cshprotocols.org/cautions).
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