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Species Cell type Enzymes for muscle dissociation | Sorting methods References
Cattle SC Type Il collagenase FACS Ding et al., 2018
Cattle SMC Pronase Percoll gradient Sadkowski et al., 2018
Hanwoo SC Type Il collagenase FACS Park et al., 2022
Chicken SC Type | collagenase Percoll gradient Yablonka—Reuveni et al., 1987
Chicken SMC Trypsin Percoll gradient Yablonka—-Reuveni et al., 1988
Goat SC Pronase Percoll gradient Wang et al., 2020, Li et al., 2015
Goat SC Type | collagenase Preplating Suietal., 2018
Mouse SMC Type Il collagenase Preplating Hindi et al., 2017
Mouse SC Type Il collagenase MACS Motohashi et al., 2014
Mouse SC Pronase Preplating Machida et al., 2004
Mouse SMC Type | collagenase pr,t\e/lpj:tig Musaro & Carosio, 2017
Mouse SMC Type | collagenase FACS Urbani et al., 2012
Pig SC Collagenase D + dispase |l FACS Ding et al., 2017
Pig SC Trypsin Percoll gradient Miersch et al., 2018
Pig SC Protease Percoll gradient Mesires and Doumit, 2002
Fish Muscle cell Type | collagenase - Fauconneau and Paboeuf, 2000
Fish Muscle cell Type Il collagenase - Saad et al., 2023
Pig ASCs Type | collagenase FACS Arrizabalaga & Nollert, 2017
Mouse ASCs Type | collagenase FACS Yamamoto et al., 2014
Cattle ASCs - FACS Wilson et al., 2019
Cattle SVF Type | collagenase - Rojewski et al., 2008
Mouse ASCs Type | collagenase FACS Church et al., 2014
Rat ASCs Collagenase type 1A Percoll gradient Rada et al., 2011

FACS: fluorescence—activated cell sorting; MACS: magentic—activated cell sorting; SC: satellite cell; ASCs: adipocyte—derived stem cells;
SMC; skeletal muscle cell.
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T2 2. HiYS MALS QI5H 2K 11 (Melzener et al., 2022)

Generic Cultured Meat Workflow

Donor Mmirnafllv Muscle cell Muscle cell Cultured meat
Animal invasive tissue isolation expansion roduct
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—_ 'fi
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( ] Unstructured product
A

Adipocyte-like Cell

I3 MZEER 7=

A

o

Pre-Plating

Heterog Purified
Poputation Serial Plating Poputation

/D Density Gradient Centrifugation \

Cytotrophoblast

™

centrifugation

¥

(A): FACS: fluorescence-activated cell sorting (B): MACS: magnetic-activated cell sorting (C): pre-plating 2 (D): density gradient

centrifugation (Pantelic and Larkin, 2018; Thermoscientific)



H 2 MZ 22| gl At &A™ (Zhu and Murthy, 2013)

Method Advantage
FACS
P ful, high ision, high itivity, high
(Fluorescence-activated cell owertul, high precision, ig sensitivity, hig
. resolution
sorting)
MACS
(Magnetic-activated cell Simpler than FACS
sorting)
Pre—plating Large processing quantity, easy scaling up, facile

Density gradient
centrifugation
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3. Primary Cells2| X% ¥ #2|(Cryopreservation
and Maintenance)

=9 9 BERE gA} A2 Al e s gAY ARt
of 44 ME £4& FAok= Zo| F2stHBaquero-

perez et al., 2012). 52X E(Cryopreservation)< Hf
TS5 AR R A2l S4S AKH 02 FAAA &
Ue 7otk MRS FZ2EET O F33 F2 A2
SA 5 ofY g}, BeFe A E4gl0] FAEEA]

] ootk (Hunt, 2011). 33} go] Lz} Al2£2] 52

Large processing quantity, easy scaling up, facile

HYE - UTH - QM - 2T

Disadvantage

Requires well-trained personal for operation, costly,
requires a special apparatus, not for large—scale
processing

Target stem cells contains magnetic particles

Low purity, more heterogeneity output

Low purity, more heterogeneity output

U 1x10° 5x10% 11x10°014 2 Alx 58S
Uedth, 54 29 dlE 24 & Ao] glo] &
= Aol =2 AlE 3 EEE YELL, REe o
Aot AN 2= =2 3EES YEtHYoung et al.,
1991). 52 ¥ sisol wE Alx &4Jo] L=, T
71&2 olu] AYPE o] 3loH, cell freezing medium &
ChRt A8 Aol 7= o] itk 53] DMSO+= a4
A SZALAA oA, Al 52 Luta o=z AMGHL. sf
AR DMSO%} 22 24852 ofg] A1 53l =2 5
oA EF{F A2Ee] EA4o] Ak BHe A AtHGalvao et
al., 2014; Hanslick et al., 2008; Vogin et al., 1970).
Az A =0l AHESH] gt N2E 52 HESh=t A
2% uj g8 AzZst B2e3 B9t} (Grein et al.,
2010). 123l AT 22 & ARl 2 A
A E3F Ao 54 JFS v]E 4 JtHArmitage and
Mazur, 1984). DMSO:Glycerol B]&2 5:0, 7.5:0, 10:0
oA 523 A 2= w2 IE5HE UEFIHYoung
et al., 1991). o3& QI AL vjF& Ak QA= &
AHE A AHEEE FAEAA § DMSO B+ FA
b /g89] AH8-S Fsfof gth(Kakehi et al., 2023). ®
gt trehalose Zo] YXAIZ FZA DMSO9] 4=
AstelF= H7HAIE A 4 UtH(Odintsova et al.,
2001). QUAJof| Fsfistar QFARE FoAIA] Aol Hgt
AT} 7159 AN EE 5 < g
X
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B3 MESZ Al SZMZELUE, DMSO: glycerol H|E, #&, SEEE, sE20 M2 UXHZ2| 5158 (Young et al., 1991)

Parameters analyzed Percent recovered (%) ‘ Viability

Cells/aliquot frozen

1x10° 65.2 +++
5x 10° 56.7 +++
7 x10° ND ND
10 x 10° ND ND
11 x 10° 74.3 .
Cryopreservative
0D:0G 25.4 +
0D:1G 36.6 -
0D:5G 36.4 -
0D:10G 25.9 -
0D:15G 19.1 -
0D:20G 33.8 -
1D:0G ND ND
2.5D:0G ND ND
5D:0G 64.2 +
7.5D:0G 63.0 +++
7.5D:1G 49.9 -
7.5D:5G 51.3 -
7.5D:10G 39.6 -
7.5D:15G 33.2 -
7.5D:20G 35.9 -
10D:0G 61.9 ++
10D:1G 32.0 -
10D:56G 22.7 -
10D:10G 24.6 -
10D:15G 243 -
10D:20G 16.5 -
Equilibration
Vortex 36.5 ++
Triturate 67.1 ++
Gentle mix 93.9 +++
Freezing time
Fast 63.0 +++
Slow 62.9 +++




HAE - URE - QM - AP
HE3. A5
Parameters analyzed Percent recovered (%) Viability
Thawing Temp.
Hand warm 62.8 +++
377 bath 63.0 +++
Percent recovery = [Number of trypan blue excluded cells/Theoretical number of cells frozen] x 100.
Viability assessed by the morphologic appearance.
ND = not determined.
D:G = ratio of percent DMSO:percent glycerol.
4. Primary Cells2 0|25t ME HIYS 7| 2 Aozt BHFH1d 4
M= Bag MRS S5k 71 LubHel e Aokl
= SEEREH dAAEE HF ot AolH, 7S &
SE e *VJO] A ST HA TRt Alxs JREEAD, AW Ee ARxRA)E 5= Aﬂi?_% F
L AIE FFS ARG A|E vk Zido] AP Qo = ABAlskA|RE, o et wiy A, A% dee 29
20209 Good Food Institute”7} B8k Azo]] Wh2W(T §F ofFsh 7]8F A= ARt o] A7 %Zﬂloﬂ w2t ok
d4), AL E7AE, AdRoE, S99 7M1, A gt A2 E ol&oto] A4 F JEE AZ v R

K2 AL 59| TR AR %, Al HiokS-S ARSI 7]
0] 61% 3~4%, 34%= 1~2%0] AIEE ARgRIT) E

T 89%2] 712 ARgShe A2 32 19 ol +71E

O 4. M HHFS AT 0N AtEdHe =2 ME |3 2 1274
2 LHOf| AR oI -2 M S3(Good Food Institute, n.d.)

The principal cell type my company works with is (multi select up to
4, if multiple types are frequently used). (n=18)

Myosatelite/  Fibroblasts Mesenchymal Induced

Number of manufacturer responses

Other adipose-  Embryonic stem  Fibroadipogeric

myoblast cells stem/stromal cells pluripotentstem  derived cells cells (ESCs)  progenitors (FAPS)
(MSCs) cells (iPSCs)
Principal cell types
At my company, we produce or plan to produce in the next 12

months (select all that apply). (n=19)

Fatcells or adipos Fibroblasts or ot et Other
tissue hepatocytes, variou
tissues, cartilage, o bone

Number of manufacturer responses

Type of cells

Hampton Creek 7]4(& Just)o] AJAFSE 7HA| oA &
% Fol18HGuardian, 2018), Eat Just 7| QoA Eoll
ZE vjFaf 9= Y2, Avant Meats 7]l
A A ZE gLz Tk o172 F&(The Spoon, 2019)2t
22 718 24 5 Ot AlEEe] ItHLE 5).

%, Agxyol ABESR] 7|Y9< Eat Juste HOl
A FET AEE HgS] T UAS A7HE AEA
AFOEN SQS I AA H2E AES Tl
(CNBC, 2020). 71802, HE9] Primeval Foods=
719, 2712, AL, 2goleh 42 o5l 5= Al
£ FEoto] vigES AAbetal, A 5o] ExEd

X 2% A

3 5. MIZE B it 7|G0IA 0L H SAIE ME HYS ME

<Just, Chicken Meat>

=TT

<Just, Foie Gras>

365 ||%100/ | GMO
FREE

<Avant Meats, Fish Maw>

<Eat Just, Chicken Bites> <Primeval Foods, Tiger Meat>
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