Immunohistochemical staining method
Tumor tissues were fixed in 10% formalin, embedded in paraffin, and serially sectioned. For each staining, 4 μm thick sections were cut from formalin-fixed, paraffin-embedded lung cancer tissue. Then the paraffin sections were deparaffinized and hydrated, and the tissue sections were placed in an oven at 60℃ for more than 2 hours, and then put into an automatic dyeing machine to select the deparaffinized system. The sections were placed on a plastic staining rack in a container containing 0.01MPH6.0 citrate tissue antigen buffer, the sections were immersed under the liquid level, microwave heated until boiling for antigen repair, and the container was removed after 15-20min and allowed to cool naturally to room temperature. Peroxidase blocking agent was dropped-added to each tissue section to inactivate endogenous peroxidase. PBS was removed and 1 drop of prepared primary antibody was added to the section. The working titer of each antibody was as follows: CD3 (ab16669, Abcam), CD4 (48274S, CST), CD8(ab237709, Abcam), CD20 (ab9475, Abcam), PD-L1(ab205921, Abcam), FOXP3 (98377, CST) (1/50), and then placed in the 4℃ refrigerator overnight. The next day, it was removed from the refrigerator and rewarmed at room temperature for 30min. The samples were washed 3 times with PBS for 3min each time. PBS was removed, and 50ul of MaxVisionTM reagent was dropped onto each slice and incubated for 15min at room temperature. PBS was removed, and two drops of freshly prepared DAB chromogenic reagent were added to each slide for color development. Color development was terminated after 3-5min by rinsing with tap water, followed by 10min of rinsing to remove residual chromogens. The nuclei were counterstained with hematoxylin for 1min and rinsed with tap water to return to blue. After dehydration with 70%, 95%, and 100% gradient alcohol for 3min each, the slices were transparent with xylene for 10min, air-dried with a hair dryer, and sealed with neutral gum.

