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Abstract: This study mainly explored the anti-tumor effects of programmed death ligand 1/ transforming
growth factor-f (PD-L1/TGF-p) bispecific antibody drugs in the huHSC-NCG mouse brain orthotopic
transplantation model of human glioma cell U251-luciferase (all animal experiments in this study were approved
by the Experimental Animal Ethics Committee of GemPharmatech, and the ethics review number is
GPTAP20230706-3). The antibody-antigen binding activity of the PD-L1/TGF- f bispecific antibody drugs to
PD-L1 target on U251 cells was detected by flow cytometry in vitro. The antitumor activity of PD-L1/TGF-p
bispecific antibody drugs was evaluated using a brain glioma in orthotopic implantation model with humanized
immune system. Live animal imaging and brain tissue (including tumor tissue) weight results showed that the
PD-L1/TGF-§ dual antibody drug had an inhibitory effect on the growth of glioma in situ. The results of drug
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content (ELISA assay) and drug distribution (immunohistochemistry assay) in brain tissue showed that PD-L1/

TGF-p dual antibody could enter the brain glioma and play the function of immune checkpoint, thus playing an

inhibitory role in brain glioma. Immunofluorescence staining of mouse brain tissue showed that the drug activated

the immune system and had synergistic anti-tumor effect with the immune system. These results showed that the

PD-L1/TGF-p bispecific antibody drugs have broken through the blood-tumor barrier in orthotopic implantation

model of mouse brain glioma and demonstrated a strong anti-tumor effect. In conclusion, the inhibitory effects of

PD-L1/TGF- $ bispecific antibody drugs on human brain glioma provides a new strategy for the treatment of

human brain glioma.
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Figure 1 The binding curves of different concentrations of

programmed cell death ligand 1/transforming growth factor f
(PD-L1/TGF-p) dual antibody with PD-L1 targets in U251 cells.
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Figure 2 Safety evaluation of PD-L1/TGF-/ dual antibody in animal models. A: Weight changes in mice of different groups; B: GVHD

scores in mice of different groups. n = 6, mean = SEM. BIW: Twice per week; BsAb: Bispecific antibody
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Figure 3 Efficacy evaluation of PD-L1/TGF-/ dual antibody in animal models. A: Changes of photon values in single mouse tumor; B:
Changes of photon values in mice tumors of different groups; C: Brain weight (including tumor tissue) in mice of different groups; D: The
counts of immunofluorescence stained cells in mice brain tissue of different groups; E: The proportion of immunofluorescence stained cells

in mice brain tissues of different groups. n = 6, mean £ SEM. "P < 0.05, P < 0.01 vs control
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different groups. Relative tumor radiance and relative tumor

Changes of photon suppression rate (TGI) in tumors of
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Figure 4 Permeability of PD-L1/TGF-# dual antibody in mouse brain orthotopic human glioma model. Distribution of drugs in mice brain

tissues of different groups. n = 6, mean = SEM. Scale bar: 200 um (magnification: 5 times/10 times), 100 um (magnification: 20 times),

50 pm (magnification: 40 times)
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