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Fig 2. Global landscape of lactylatome and Functional analysis of lysine lactylation in ischemic stroke.
A. The GO network of functional connections and clustering (Left). The top1 subset in quadratic clustering of GO network (Right).
B. The protein-protein interaction (PPI) network of the top1 subset showed in panel A Right.

C. The hub proteins identified from PPI network in panel B.

D. Western blotting analysis of Hdac6 Kla in primary culture neurons after OGD/R. (n=3)

E. Western blotting analysis of Hdac6 Kla in primary culture neurons with Hdac6 wild type or Hdac6 Kla-mutant plasmids after OGD/R. (n=3)
F. Immunostaining of Map2 in primary culture neurons transfected with Hdac6 Kla-mutant plasmid after OGD/R (neurons with Hdac6 wild

type plasmid as control). Scale bar: 100um;

G. TUNEL staining of primary culture neurons with Hdac6 wild type or Hdac6 Kla-mutant overexpression after OGD/R. Scale bar: 100um;

(n=4)

Data in D are presented as mean + SD (Student's t-test); Data in E, G are presented as mean + SD (Tukey's multiple comparisons test); *

P<0.05, *** P<0.001, **** P<0.0001, ns P>0.05.
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Fig 3. Hdac6-Kla mediates calcium overload by binding BiP

A. KEGG analysis of proteins binding Hdac6 in neurons after OGD/R.

B. Intracellular calcium staining by Fluo-4 dye of primary culture neurons with Hdac6 wt/Kla-mutant after OGD/R. Scale bar: 100um; (n=3)
C. Hub proteins from the PPI network of Hdac6 binding proteins in neurons after OGD/R.

D. Secondary clustered by MCODE plugin in the PPl network of Hdac6 binding proteins in neurons after OGD/R;

E. Intracellular calcium staining by Fluo-4 dye in Neuro2A cell line co-transfected with BiP siRNA and Hdac6 Kla mutant or Hdac6 wild type
plasmids after OGD/R. Scale bar: 100um; (n=3)

F. Western blotting analysis of Hdac6 Kla in in Neuro2A cell line co-transfected with BiP siRNA and Hdac6 Kla mutant or Hdac6 wild type
plasmids after OGD/R; NC: Negative control; (n=3)

G. Protein level of Hdac6 binging BiP, Ero1a and Xbp1 in Neuro2A cell line co-transfected with BiP siRNA and Hdac6 Kla mutant or Hdac6
wild type plasmids after OGD/R; NC: Negative control; (n=3)

Data in B, E, F, G are presented as mean + SD (Tukey's multiple comparisons test); * P<0.05, ™ P<0.01, ™ P<0.001, ™™ P<0.0001, ns
P>0.05.



