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1.11 Graphpad Prism 9. 4 CasO-RNP@ MMs  RAW264.7
o PR 24 h MTT
o Cas9-RNP@ MMs
P <0.05 o o 1.
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Cas9RNP@ MMs.
216 nm 1,
2 Cas9RNP@MMs TEM x 12 000
1 Cas9-RNP @ MMs
RAW264.7 (n=3 x=s)
( pg/ml) Ao (%)
0 0.570 £0.046 100. 000
2.5 0.568 £0.060 99.591
5 0.566 £0.068 99.240
7.5 0.542 £0.044 95.032
10 0.517 £0.037 90. 590
1 Cas9-RNP@ MMs 12.5 0.498 +£0.039 87.317
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nanoparticles and its efficacy on the NLRP3 gene

knockdown in mouse macrophage
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('Dept of Biochemistry and Laboratory of Molecular Biology of Anhui Medical University —Hefei 230032;
*Dept of College of Life Sciences Anhui Medical University Hefei 230032)

Abstract  Objective Cas9-RNP biomimetic nanoparticles cas9-RNP@ MMs were prepared by encapsulating the
Cas9 Ribonucleoprotein complex ( RNP) using mouse macrophage membranes with the aim of utilizing this biomi-
metic nanoparticle to deliver the Cas9-RNP complex for gene editing and further study the endocytosis of Cas9-
RNP@ MMs and its gene editing effect in mouse macrophage RAW264. 7 in vitro  providing evidence for the devel-
opment of low-toxicity biomimetic nanoparticle carriers that inhibit NLRP3 therapeutic targets. Methods The puri—
fied mouse macrophage membrane was mixed with the prepared casO-RNP mixture and after ultrasound the CAS9-
RNP@ MMS was obtained by liposome extrusion instrument; The particle size of Cas9-RNP@ MMs was measured by
nanoparticle tracking analysis and the particle morphology of Cas9-RNP@ MMs was observed under transmission e—
lectron microscope. Laser confocal Fluorescence microscope imaging was used to analyze the endocytosis Cas9-RNP
@ MMs. The Biocompatibility of Cas9-RNP@ MMs was measured by MTT assay. The expression of NLRP3 was de-
tected by qPCR and Western blot to verify the knockdown effect of Cas9-RNP@ MMs on NLRP3 gene. Results
The average particle diameter of Cas9-RNP@ MMs prepared from macrophages was about 216 nm. Under laser con—
focal fluorescence microscope the Cas9-RNP@ MMs could be successfully endocysed by Raw246. 7 cell. MTT as—
say indicated that the CasO-RNP@ MMs-ireated mouse macrophage RAW246. 7 had good biocompatibility. qPCR
and Western blot showed that two NLRP3-specific guide RNA were mediated by Cas9-RNP@ MMs with good effect
of knockdown NLRP3 gene expression. Conclusion Nano-scale vesicles CasO-RNP@ MMs loaded with Cas9-RNP
complexes were successfully prepared by biomimetic nanoparticles. Cas9-RNP@ MMs have good biocompatibility
and can be efficiently endocytosed by RAW246. 7 cells. Cas9-RNP@ MMs containing NLRP3-specific sgRNA can
specifically knock down NLRP3 gene expression.
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