Supplement 1

Preparation of the sample (fresh blood) at 18°C–20°C

1. Add 2 mL of defibrinated or anticoagulant-treated blood and an equal volume of       balanced salt solution (final volume, 4 mL) into a test tube.

2. Mix using a Pasteur pipette.

Isolation of PBMCs

1. Remove the blue cap on the bottle of Ficoll-Paque PLUS.

2. Invert the bottle of Ficoll-Paque PLUS several times to ensure sufficient mixing. Using the syringe with needle attached, pierce the septum and withdraw the required volume of Ficoll-Paque PLUS (3 mL for each centrifuge tube) from the inverted bottle.

3. Add 3 mL of Ficoll-Paque PLUS to the centrifuge tube.

4. Carefully layer 4 mL of diluted blood sample ontoFicoll-Paque PLUS.

5. Centrifuge at 400 g for 30–40 min at 18°C–20°C.

6. Draw off the upper layer by using a clean Pasteur pipette, leaving the lymphocyte layer undisturbed at the interface. The upper layer, which contains plasma, is to be saved for later use.

Washing lymphocytes free of platelets

1. By using a clean Pasteur pipette, transfer the lymphocyte layer to a clean centrifuge tube. Removing excess Ficoll-Paque PLUS causes granulocyte contamination; removing excess supernatant results in platelet contamination
.

2. Add at least 3 volumes (6 mL) of balanced salt solution to the lymphocytes in the test tube.

3. Suspend the cells by gently drawing them in and out of a Pasteur pipette.

4. Centrifuge at 60–100 g for 10 min at 18°C–20°C.

5. Discard the supernatant.

6. Suspend the lymphocytes in 6–8 mL of balanced salt solution by gently drawing them in and out of a Pasteur pipette.

7. Centrifuge at 60–100 g for 10 min at 18°C–20°C.

8. Discard the supernatant. The lymphocytes should now be suspended in the medium, ready for application
.

After isolation, the PBMCs (1 × 106 cells/mL) were incubated for indicated periods at 37 °C in a 5% CO2 atmosphere with 10 mg/mL Concanavalin A (
a mitogen for lymphocyte proliferation). Intracellular cytokines of CD4+ and CD8+ cells, including IL-2, interferon (IFN)-γ, and plasma immune cell cytokines, were measured using flow cytometry or enzyme-linked immunosorbent assay (ELISA) before and after morphine injection.

[image: image1.png](== esessestosigniny (1=25)

Sroses 1m0
Nt masing nclsioncriara (023 )
| esines o semenan e
iy
Grous (029)
Allocstion
P ————— Aocmastospualmorphina(ned | [ Atocatestosutarteos mopnire
= Receaz s niznarien =
Recanas st niznanien =) Recanas st niznanien
(o=10) o 0
Didnt recevealocasd [ —— Didnt recevealocasd
inenvrtion ghe rezsens) = inenvanion ghe rezsens)
Py =)
Follow-Up
Tosttofolow-up e rezsors) [EEs——— [P —
= = =
Discontnuas imenerton g Discontmums izngrson e | | Dsssrinuas risnarsin i
Pt Pt Pt
Analysis
Anayses (o=10) anayses =) E—p—
Scuces remanayss [ Scuces remanayss
[ ———— (v rezsons) (1) [ ————





�Is this supposed to be a warning? If so, please consider stating this passage with “Please note: Removing…”


�Please check that this adheres to your intended meaning.


�Initialisms that appear only once in your paper have been omitted for redundancy.





