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Appendix

Cell culture medium and cell line maintenance tips

Cell culture medium and cell line maintenance tips can be found in Table 2.

Background cell line Cat# Basal medium Supplements Subculturing tips
I8 e A « Recommended split ratio - 1:3 to 1:8
A549 b d?js - LR RPMI 1640 10 ‘; S - Maintain cultures between 6 x 10° - 6 x 10* cells/cm?
Al IS Il - Cultures should not exceed 7 x 10 cells/cm?
HCT-116 HD Cas9-002 RPMI 1640 10% FBS . Rec.ommended split ratio - 1:3 to 1:8
HD dCas9-VPR-002 1% Pen/Strep « Split cultures at 75-90% confluency
10% FBS B
Jurkat HD Cas9-004 RPMI 1640 - Maintain cultures between 1 x 10° and 1 X 106 cells/mL
1% Pen/Strep
HD Cas9-005 10% FBS
4 IMDM . Maintai 5 6
K-562 HD dCas9-VPR-005 19 Pen/Strep Maintain cultures between 1 x 10° and 1 X 10° cells/mL
RKO HD Cas9-007 RPMI 1640 10% FBS . Rec'ommended split ratio - 1:3 to 1:12
1% Pen/Strep « Split cultures at 75-90% confluency
R e o « Seed 3-5 x 10° cells/cm?
NIH/3T3 HD Cas9-010 al NIIA;(gTM glucose, 10 (I)D S « Split cultures at 80% confluence or less
0z % Pen/Strep « Do not allow the cultures to become confluent
HDC - 10% FBS « Recommended split ratio - 1: 10 to 1: 15
HAP1 B dgs9—90VPR o IMDM 3/‘; S « Do not allow cells to be kept at high density,
2BSUHEO [ maximum density: 75% confluency
10% FBS
HD Cas9-012 . - « Recommended split ratio - 1:3 to 1:6
DMEM, high glucose 9
U20S HD dCas9-VPR-012 ghg 1% Sodium Pyruvate - Split at 75-90% confluency
1% Pen/Strep
MDA-MB-231 HD Cas9-014 DMEM/F-12 10% FBS . Rec.ommended split ratio - 1:2 to 1:4
HD dCas9-VPR-014 1% Pen/Strep - Split cultures at 75-90% confluency

Table 2. Cas9 and dCas9-VPR stable cell line culture medium

Abbreviation and catalog numbers:

FBS: Fetal Bovine Serum

Pen/Strep: Penicillin/Streptomycin
RPMI 1640: Roswell Park Memorial Institute Medium (Thermo Fisher, Cat. #21875-034)

DMEM/F-12: Dulbecco's Modified Eagle Medium/Nutrient Mixture F-12 (Thermo Fisher, Cat. #31330-038)
IMDM: Iscove’s Modified Dulbecco’s Medium (Thermo Fisher, Cat. #21980-032)
DMEM, high glucose: Dulbecco's Modified Eagle Medium, high glucose (Thermo Fisher, Cat. #41965-039)
DMEM, high glucose, GlutaMAX™: Dulbecco's Modified Eagle Medium, high glucose (Thermo Fisher, Cat. #61965-026)
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Freezing medium Names of background cell lines

45% Basal Medium

50% FBS A549, HCT-116, RKO, NIH/3T3, HAP1, U20S, and MDA-MB-231
5% DMSO

40% Basal Medium

50% FBS Jurkat and K-562

10% DMSO

Table 3. Cas98 & *dCas9-VPRE E R ITM AL |- HESE S 2 A 1S
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Cas9® & U'dCas9-VPREEFHIRMItkIZ. BERICI4ARBE TSI MF AP VBIRENE LT, BREZBEERA L WIESIE. Table 40
KOTSRS FAPVRBEESRLTIIETE L,

Blasticidin concentration Names of background cell lines

5 pg/mL Jurkat, NIH/3T3

10 pg/mL A549, HCT-116, K-562, RKO, U20S, MDA-MB-231
15 pg/mL HAP1

Table 4. #RINBZ TSR M1 VEIREE

For more information
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