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Appendix

Un-Injected Region, DSPP Tubule Staining and Dycal Controls
Day 4 Un-Injected Odontoblast Layer Day 10 Un-Injected Odontoblast Layer Day 1 Cultured Un-Injected Mandible Slice
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Appendix Figure |. Uninjected region, dentin sialophosphoprotein tubule staining and Dycal controls. Hematoxylin and eosin images of uninjected
regions of the odontoblast (OD) space from days 4 (A) and 10 (B) post-injection. Normal pulp tissue architecture is seen. (C) A hematoxylin and
eosin image of an uninjected mandible section after 24 h in culture. Normal pulp architecture is seen and is comparable to uninjected regions shown in
panels A and B. PDL, periodontal ligament. (D) An image of a noninjected region of the OD layer stained with alizarin red at day 10 post-injection. This
figure shows brighter red staining of the OD layer, dentin, and bone than surrounding soft tissues. (E) A representative dentin sialophosphoprotein
immunostain of an uninjected region; extensive positivity in the dentinal tubules is seen. (F) A representative image of a mandible slice with Dycal
inserted into the pulp and cultured for 7 d. In contrast to injected multidomain peptide scaffolds, a loss of both pulp core and OD cell nuclei adjacent
to the inserted Dycal suggests a deleterious effect on pulp tissues. There is also evidence of emerging gaps in the matrix of the pulp, indicating a

loss of vitality. These regions are indicated by arrows. In contrast, regions of the pulp farther from the inserted Dycal exhibited a normal histologic
appearance and visible cell nuclei.

'Department of Chemistry, Rice University, Houston, TX, USA
’Department of Bioengineering, Rice University Houston, TX, USA
3School of Dentistry, University of Utah, Salt Lake City, UT, USA

Corresponding Author:

J.S. Colombo, Room 295B, Biopolymers Research Building, University of
Utah, Salt Lake City, UT 84112, USA.

Email: John.Colombo@hsc.utah.edu



DS2 Journal of Dental Research

DAB Peroxidase DSPP Staining
Primary Antibody Excluded

Y

¥
EE
Ak

A -
L Ll

Appendix Figure 2. Diaminobenzidine (DAB) peroxidase dentin sialophosphoprotein (DSPP) staining. (A) DAB peroxidase immunostaining of DSPP
expression at 7 d post-injection. These were performed to confirm the observed distribution of DSPP shown in Figure 4. Relatively high levels of DSPP
expression are seen in the dentinal tubules, associated with odontoblasts and in the injected multidomain peptide hydrogel. (B) A primary excluded
negative control is shown, with minimal staining. Green, methyl green counterstain; brown, DSPP expression. Scale bars = 50 pm.
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Appendix Figure 3. Primary excluded negative controls for dentin sialophosphoprotein immunostaining at days 4, 7, and |10 post-injection. No red
staining is visible in any of the negative controls. Blue, DAPI-stained nuclei. Scale bars = 50 pm. MDP, multidomain peptide.
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Appendix Figure 4. Primary excluded negative controls for collagen Ill (Col lll) and osteopontin (OP) immunostaining at days |, 4, and 7 post-
injection. No red staining is visible in any of the negative controls. Blue, DAPI-stained nuclei. Scale bars = 50 ym. MDP, multidomain peptide.
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Appendix Figure 5. Primary excluded negative controls for matrix
metalloproteinase 2 immunostaining at days | and 4 post-injection. No
red staining is visible in any of the negative controls. Blue, DAPI-stained
nuclei. Scale bars = 50 ym. MDP, multidomain peptide.



