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Antibodies
Antibodies used

The number of patients who enrolled in this Phase 1b trial was 39 and the sample size tested was the same.

No data exclusions were needed.

All experiments were conducted at least 2 times with similar results.

No randomization was performed in this study, because this study was a phase 1b study to characterize the safety and the effect of

regulatory Tcell depletion in peripheral blood with mogamulizumab (anti-CCR4 mAb).

No blinded experiments were conducted in this study, because this study was a phase 1b study to characterize the safety and the effect of

regulatory Tcell depletion in peripheral blood with mogamulizumab (anti-CCR4 mAb).

CyTOF:

141Pr- EOMES, Fluidigm, WD1928, Custom made

142Nd- CD40, Fluidigm, 5C3, 3142010B

143Nd- CD45RA, Fluidigm, HI100, 3143006B

146Nd- CD8a, Fluidigm, RPA-T8, 3146001B

147Sm- CD11c, Fluidigm, Bu15, 3147008B

148Nd- CD14, Fluidigm, RMO52, 3148010B

149Sm- pLck [T505], Fluidigm, 4/LCK-Y505, Custom made

150Nd- CD134 (OX40), Fluidigm, ACT35, 3150023B

151Eu- CD107a (LAMP1), Fluidigm, H4A3, 3151002B

153Eu- CD194 (CCR4), Fluidigm, 205410, 3153013A

154Sm- CD3, Fluidigm, UCHT1, 3154003B

155Gd- CD279 (PD-1), Fluidigm, EH12.2H7, 3155009B

156Gd- CD86, Fluidigm, IT2.2, 3156008B

158Gd- pStat3 [Y705], Fluidigm, 4, 3158005A

159Tb- FoxP3, Fluidigm, 236A/E7, Custom made

160Gd- Tbet, Fluidigm, 4B10, 3160010B

161Dy- CD152 (CTLA-4), Fluidigm, 14D3, 3161004B

162Dy- CD80 (B7-1), Fluidigm, 2D10.4, 3162010B

163Dy- CD183 (CXCR3), Fluidigm, G025H7, 3163004B

164Dy- CD185 (CXCR5), Fluidigm, 51505, 3164016B
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Validation

Eukaryotic cell lines
Policy information about cell lines

Cell line source(s)

Authentication

Mycoplasma contamination

Commonly misidentified lines
(See ICLAC register)

Animals and other organisms
Policy information about studies involving animals; ARRIVE guidelines recommended for reporting animal research

Laboratory animals

Wild animals

Field-collected samples

Ethics oversight

Note that full information on the approval of the study protocol must also be provided in the manuscript.

165Ho- CD223 (LAG3), Fluidigm, 874501, 3165028B

166Er- pNF-kB p65 [S529], Fluidigm, K10-895.12.50, 3166006A
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167Er- CD197 (CCR7), Fluidigm, G043H7, 3167009A

168Er- CD154 (CD40L), Fluidigm, 24-31, 3168006B

169Tm- CD25 (IL-2R), Fluidigm, 2A3, 3169003B

170Yb- CCR8, Fluidigm, L263G8, Custom made

171Yb- CD20, Fluidigm, 2H7, 3171012B

172Yb- pS6 [S235/S236], Fluidigm, N7-548, 3172008A

175Lu- CD274 (PD-L1), Fluidigm, 29E.2A3, 3175017B

176Yb- CD4, Fluidigm, RPA-T4, 3176010B

Flow cytometry:

AF-700- Human CD3, BD Biosciences, UCHT1, 561027

BV510- Human CD4, BD Biosciences, SK3, 562970

BV786- Human CD8, BD Biosciences, RPA-T8, 563823

PerCP-Cy5.5- Human CCR4, BD Biosciences, 1G1, 560726

BV711 and AF488- Human CD45RA, BioLegend, HI100, 304137

BV421- Human PD-1, BD Biosciences, MIH4, 564323

PE- Human FoxP3, eBioscience, 236A/E7, 72-5774-40

APC- Human CTLA-4, BD Biosciences, BNI3, 557301

FITC- Human LAG3, Enzo, 17B4, ALX-804-806F-C100

PE-CF594- Human CCR7, BD Biosciences, 150503, 562381

NIR- Zombie NIR, BioLegend, 423105

ADCC activity for NK cell:

Unconjugated Human NKG2C, R&D systems, 134522, MAB1381-100

In vivo and vitro experiment for T cell depletion:

Mogamulizumab, Kyowakirin, KW-0761

Ultra-LEAF Purified Human IgG1 Isotype control, BioLegend, QA16A12, 403501

These antibodies that are commercially available were validated by the manufacturers and used according to the manufacturer's

instructions.

Concerning about reproducibility and validation,

BioLegend (https://www.biolegend.com/), BD Bioscience (https://www.bdbiosciences.com/en-us), eBioscience (https://
www.thermofisher.com/jp/en/home/life-science/antibodies/ebioscience.html?
gclid=EAIaIQobChMI15CKnNT58wIVQqqWCh14SAbmEAAYASAAEgJ2IPD_BwE&ef_id=EAIaIQobChMI15CKnNT58wIVQqqWCh14SAbm
EAAYASAAEgJ2IPD_BwE:G:s&s_kwcid=AL!3652!3!376163228125!e!!g!!
ebioscience&cid=bid_pca_aup_r01_co_cp1359_pjt0000_bid00000_0se_gaw_bt_pur_con), Fluidigm (https://www.fluidigm.com/),
Enzo (https://www.enzolifesciences.com/browse/products/by-product-type/antibodies/) and R&D systems (https://
www.rndsystems.com/?gclid=EAIaIQobChMIx7fQ79T58wIVAcuWCh2jzglbEAAYASAAEgLWLvD_BwE).

K562 and MJ cell lines were obtained from ATCC and Lenti-X 293T cell line was obtained from TaKaRa bio.

K562, MJ and Lenti-X 293T cells were not authenticated by genetic profiling.

All cell lines were regulatory tested and negative for mycoplasma contamination.

No commonly misidentified cell lines were used in the study.

NSG mice (NOD.Cg-Prkdcscid Il2rgtm1Wjl/SzJ (Charles River Laboratories, Yokohama, Japan) were used for the in vivo studies. The

mice were 6-10 week old female and housed in cages under specific pathogen free conditions, provided with sterilized standard

food, given sterilized drinking water, and on a 12:12 light/dark cycle with lights on at 9:00 am. Temperature was kept at 22°C (20-26°

C) and humidity at 45% (40-60%).

No wild animals were used in the study.

No field-collected samples were used in the study.

All mouse experiments were approved by the Animals Committee for Animal Experimentation of the Nagoya University Graduate

School of Medicine ,Japan.




