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Figure 1a

ROS Generation in Dissected Neurons
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Figure 1b

apoptosis after dissection
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Figure 1c
necrovis after dizssection
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Figure 2a
ROS Generation Neurons after freeze/thaw
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Figure 2b
apoplosis after freszesthaw

# norios cosis (Y4 finky)

SUBSTITUTE SHEET (RULE 26)



WO 2019/133992 PCT/US2018/068205
6/25

Figure 2c

neerosis after dissection and freezithaw

% cells + CypD (10 fields)

SUBSTITUTE SHEET (RULE 26)



WO 2019/133992 PCT/US2018/068205
7/25

Figure 3

CHAT1+
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Figure 4a
Frosh vs. Freaze Viability
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Figure 4b

Cryoprevervation Solution Neuron Vishility
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Figure 5

* Evergreen Media
so b = traditional media
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Figure 6a
Trypan Blue Viability Assay
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Figure 6¢

Trypan Blue Viability Assay

Day 9
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Figure 7a
M
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Figure 7b

apoptosis after dissection and freezefthaw
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Figure 8a
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Figure 9a
Nox1 cell staining
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Figure 9b

ROS Generation Neurons

e

Box lensity (08}

SUBSTITUTE SHEET (RULE 26)



WO 2019/133992

PCT/US2018/068205
16/25

Figure 10a

before after

conventional
freeze/thaw

composition
solution

Figure 10b

MN stem cell identity is preserved after using the composition solution, but not conventional
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Figure 11a

-galactosamine + galactosamine
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Figure 11b

Liver cell activity s stmilar after Trasze/thaw with composition solution
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Figure 12
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Figure 13a
before after
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THF-algha produstion in THRL calls b sigaiiisanthy
diminished with Evergreen medis
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Evergreen media induces significant consistency
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Evergreen media induces significant consistency
in cell vishility postfreezefthaw
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FIGURE 19A

FIGURE 19B

Current clamp recordings In neurons showno
differsnce in activity using Evergreen madia
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Voltage clamp recordings in neurons showno
difference in activity using Evergreen media

frequency {per 5 sec.)
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FIGURE 19G

Evoked activity recordings in newrons are
no different before {#]} and after {*] Evergreen media
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FIGURE 19H
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