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B Numerical recapitulation of TCs-TECs and CTCs-CTECs detected at the indicated time intervals

iFISH tissue biopsy to co-detec aneuploid TCs and TECs in resected tumor and dissected lymph node specimens

Tumor' 69.0e-4 TCs (38 TCs: 18 PD-L1+, 2 p16+, 5 DP, 13 null) 5.5e-4 TECs (3 TECs: 1 p16+, 1 DP, 1 null)

ExcMgn'® 3824 7Cs (30TCs: 21 PD-L1+, 9 PD-L1+/p16+DP)  1.3e-4 TECs (all 1 TEC PD-L1+, 0 pl6+)

Tumor?© 58,464 TCs (35 TCs: 26 Vim+, 9 Ki67-/Vim- null) 8.3e-4 TECs (5 TECs: 2 Vim+, 1 DP, 2 null)
Ui ExcMgn®  1.1e-47Cs (1 null) 0TEC

thine o 6.4e-4 TECs (all 1 TEC PD-L1+)

w23 oTC 0TEC

LN-3%¢ 8.4e-4TCs (all 3TCs PD-L1+, 0Ki674) 31.0e-4 TECs (all 11 TECs PD-L1+)

SE-iFISH liquid biopsy to co-detec viable and necrotic PD-L1+ aneuploid CTCs and TECs throughout therapy

t1 SE-FISH (Vimentin): 4 CACs including 3 CTCs (1 Vims, 2 Vim-), 1 CTEC (Vim-)

(A) SE-iFISH (Ki67, Vimentin): 7 CACs including 3 CTCs (1 Vims#, 2 null), & CTECs (2 Ki67+, 2 null )
(B) SE-iFISH (PD-L1, NC): 6 CACs including 4 CTCs (2 viable PD-L1+, 2 viable PD-L1-), 2 CTECs (2 viable PD-L1+)

t3  SE-iFISH (PD-L1, NC): 4 CACs including 4 CTCs (2 necrotic PD-L1+, 2 viable PD-L1-), 0 CTEC

4 SE-iFISH (PD-L1, NC): 3 CACs including 2 CTCs (2 viable PD-L1-), 1 CTEC (1 viable PD-L1-)

t5 SE-iFISH (PD-L1, NC): 4 CACs including 2 CTCs (2 viable PD-L1-), 2 CTECs (1 viable PD-L1-, 1 viable PD-L14)

t6  SE-iFISH (PD-L1, NC): 1 CAC including 1 CTC (1 viable PD-L1-), 0 CTEC

(A) SE-iFISH (Ki67, Vimentin): 21 CACs including 18 CTCs (all viable null), 3 CTECs (all viable Ki67+)
TCs (all viable PD-L1-), 4 CTECs (1 PD-L1+, 3 viable PD-L1-)

) for Tumor? and Exc Mgn?; iFISH (PD-L1, Ki67) for LN1-3*
5994; Exc Mgn? 8915; LN-1¢ 1557; LN-2f 1406; LN-38 3553

ection; DP, double positive; CAC, circulating aneuploid cell;
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B Quantitative and molecular characterization of iFISH tissue biopsied tumor and SLNs

Tumor marl kers Haploid Triploid  Tetraploid  Multiploid sum2
tumor _Mgn tumor Mgn tumor Mgn tumor Mgn _tumor Mgr
PD-L1-/p16 0 0 0 o s 0 3 0

6 2
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SUN-1: 1 TEC (6.4e-4); SLN-3: 3 TCs (8.de-4) and 11 TECs (31.0e-4); SLN-2: none of detectable TC or TEC

lymphnodes  SLN-3 TEC/TC ratio=3.7 compared to the inverted TC/TEC ratio=14 (tumor), and 38 (Exc Mgn)
AllTCs and TECs in metastatic SLN-1,3 are PD-L1+and haploid

i*FISH fifyes 20 24 5E Bt A )R R BOR AL 34
FEREANFR A (G . T . I
FitiEE . GRS, PR RJTUIR A 1 iR
R EE S AR A P AR S B T AL
BAIE o

X k{45838 11%% (field cancerized excision

margin, FCEM) 53T AEE . %rEdibn
R ETER AN, “ieFISH R 2L 45
AIJEAL PRI AN Qe A . R bR B

KAMIERS, =& SR M E A 44 %
Foe BEMIANAL (45 TC. TEC &%), B IXfiiks
MR EAL “ XIS T RE

“ieFISH R AL ZAEAS " A 22 Ah MR (B Ik
e BEE. e, BRI, IRPURSE) AT
X s Mg A AL I T ARG R I, VIGALE
SHKE TC. TEC, HLRBITILE TC. TEC
FEEERTHREML. Hil, BaREAN
M1 %I N 2 om, (EASCHFREES
B R JPkds B BE RS SRR AL 4 em IOV B
IR AR A A TC, TEC, I T A
(NDIRES 7t R i SIS RO =y LGRS
RUFRMAR G R AR T W IR 5807 11 6

Tcurr safety
2cm

Exc Mgn
field tumor
cancerization 1 2 3
extended
4cm | Exc Mgn

i*FISH fityeg ZH A0 A B0t — 2R 470 1) /LT
JEAHRIRNT FFRAL T AU BART B, H
WFARVIGEFALI TC. TEC 5 AR 540 7
MRD CTC. CTEC A FiJ5 anfl ik AT AR
DX 3 P8 A0 o7 5 B ) 5 6 D4 P
DIZERAL TC. TEC JAHRL L2 15 W] A Dy
SEARERER L A ARSE DI AL TC TEC ¥
5E RS VA 1) cut-off R LA S fn e 4f8 st T F R



JEHIBEIRTT, XL FOR S RS E ARG
SRS BAT R IS X

SE-i*FISH B8 VR A v A -

TEEXTBEIRITR. . FIIHHMT T 7
IR SE-i*FISH YR S AR TERE . 255K Bow,
12 Jr R R, EAA AT DAkl ey e,
CTEC, {HEHIRAAEFEBAKT. 20
SraEAE, ARSI B O E A Y MRD CTC.
CTEC, A #4nfusd cTc 5 EE ], CTEC
Hnf I PD-L1 K Kie7 4. 76 T R 1
T AR gH M (CAC) i, CTC Lk 77%, &+
VY SEARIUINI TR

A SE-iFISH liquid biopsied viable and necrotic aneuploid CTCs and CTECs

Merge

iable CTEC

NCS cD31 Merge
necrotic CTC
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