1 190 20 0 40 50 &0 70 20 9% 100 110 120 139 140 150 160 170 180 190 200 210 20 23
MGH 78578 CPO0O0647 MRV LVVEDNALLRHHLKVOL QEL GHOVDAAEDAREADYY LGEHLPD IAI VDLGLPDEDGLS L IRRWRSHDVS LPVLVL TAREGWODKVEVL SAGADDYVTKP FH | EEVAARMOALLRRNSGLASOV ISLPPFOVDLSRREL SVNDOP | KLTAFEYT IMETL IRNRGKVVSKDS LMLOLYPDAELRESHT | DVLMGR LRKK | QAEYPODV | TTVRGOGY LFE LR
Kpl_mcr1.1_17-6_MIC=16
Kpl_mcr1.1_17-66_MIC=16
Kpl_mcr1.1-29-72_ MIC=4
Kpl_mecr1.1_15-81_MIC=4
Kpl_mecr1.1_1-17_MIC=16
Kpl_mecr1.175-30_MIC=8
Kpl_mcr8.1_1-36_MIC>64
Kpl_mcr8.1_1-44_MIC>64
0. Kpl_mcr8.1_4-35 MIC>64
11. Kpl_mecr8.1_19-40_ MIC=8
12, Kpl_mcr8.1 3873 MIC=8
13, Kpl_mecr8.1 3872 MIC=8
14. Kpl_mcrg.2_29-21_ MIC=4
15. Kpl_mecrg.2_11-62_MIC=4
16. Kpl_mer9.1_36-80_MIC=1
17. Kpl_mecra.2728-1-0_MIC=1
18, Kpl_merd.2_28-33_MIC=1
19, Kpl_mer10.1_31-62_MIC=1
20, Kpll-A_mer10.1_25-52_MIC=1
Az‘a. Kplll_mcr10.1_15-76_MIC=0.5

i sl U St b

1 10 20 £ a9 50 0 70 &0 30 100 10 120 130 140 150 160 170 180 190 200 g 220 23 240

1. MGH 78578 CPODD647 MEGLLRHIFP LSLRVRFLLATAGYYLYLSLAYGMVALVGYSWS FOKTTFRLLRGESN L FYMLARWENGA | DV 1P ENLNMESPTVTL | YO EGGH L LWAGRDVP WL AKR | GF EWLKRNGFHE | EADVDS SSMLLRNNHE | GEQL DA REQGDOS EMTHSWA | NLYPATSKMPOLS | WWVOT | PV ELKRSYMVINSIWEVYVLAAN LL LW | PLLWVAAWNS LRF | ES LAKEVRE L EEHHREK LNPNTT
2. Kpl_mert1_17-6_MIC=16 - & ot = =g = ot & = e = T - i x = =g T i ot & Sk & e = - i 3 ST o TR " & Sk = me = = = 8 Sy = s it
3. Kplimer1.117-66_MIC=16 = W S 3 SRk s R R B SR I S 2 T A SN
4. Kpl_mert1_29-72 MIC=2
5. Kpl_mer1.1_15-81_MIC=£
6. Kpl_mecr1.1_1-17_MIC=16
7. Kpl_rncrt.1_5-30_MIC=8
8. Kpl_mcr8.1_1-36_MIC=64
9, Kpl_mcrs.1_1-44_MIC>64
10. Kpl_mcr8.1_4-35_MIC>64
11. Kpl_rmer8.1 19—4{) Ll
12. Kpl_mcr8.1_38-73_MI
13. Kpl_mcr8.138-72_Mi
14, Kpl_mer8.2 28-21_MI
15. Kpl_mcr8.2_11-62_MI
16. Kpl_mcr9.1_36-80_MIC=1
17. Kpl_mcr9.2_28-1-0 MIC=1
18. Kpl_mecr8.2 28-33_MI
19. Kpl_mer10.1_31-62_MIC=1
20, Kpli-A_mer10.1_2552 MIC=1 - o s o s s R < = PR e
21. Kplll_mcr10.1_15-76_MIC=0.5 = 3 ek = A 5 A 5 = e :: it S = 2 it S B e 3 ek = 5 & S, x & 3 2 3 2 = e 2 = 5
B 0 70 50 EL] 1] E2D] EEN] EE] EEf] EL] 370 30 EEN] T Eil:] 430 230 [ TG [ L 280 a8
MGH 78578 CPO00647 RELTRLVSNLNRLVRS ERERYDKYRTTLTDLTHS LKTP LAVMOS TLRSLRGEK | SVDEAEPVMLEC 1SR 1500 1 GY YLHRASMRSGGTLLSRELHP IAPLLDSLTSALNKVYQRKGYNISLO | SPEITFVGEQND FMEVMEN Y LONACKYCLEFVEVSVROTTOSHLH | LVEDOGP G | P RSORRAY FOR GORACTLRF GOGVGLSVARE | VEQYDGE | |AGES L LGGACMEVY F GROCMEDK QS
Kpl_mert.1_17-6_MIC=16 . = S — ™ o3 S — S 8 o= :
Kpl_mer1.1717-66_MIC=16
Kpl_mert.1 29-72 MIC=2
Kpl_mer1.1_15-81 MIC=2
Kpl_mer1.1_1-17_MIC=186
Kpl_mecr1.1_5-30_ MIC=8§
Kpl_mer8.1_1-36_ MIC>64
Kpl_mecrB.1_1-44 MIC>64
0. Kpl_rmcr8.1_4-35_MIC=64 . . . ' i o S . - I R R—— 5 5 - AR
11. Kpl_mcr8,1_19-40_MIC=8
12. Kpl_mcr8.1_38-73_MIC=8
13. Kpl_mcr8.1_38-72_MI x T % £ = T 5 = = s T x g z g £ Y 7 = Y 7 i
14. Kpl_mcr8.2_29-21_MI
15. Kpl_mcr8.2 11-62_MI
16.
17,
18.
19.
20.

ZOmNEI W

. Kpl_mcr8.1_36-80_MI
. Kpl_mcr2.2_28-1-0_MI
. Kpl_mcr9.2_28-33 MI - e x * 5 Tt 5 5 § - s - - g ——— + " 5 . ) 5 . . .
. Kpl_mer10.1_31-62_MIC=1 - - o ¥ i - S - - b - Bk - i - ;5 AT - B - SUES - S - - S - St - gl e : B 2 SR ¥ S - ¢ it , e 2 b 2 i
Kpl-A_mert0.1_25-52_MIC=1 = % RS 7 = it - e e — SRS = 3 = s & 4 = 5 a5 = S 4 ces Sese S - S = ST = = = B = =tgn 3 3 e z s = s SLasiE
21. Kplll_mer10.1_15-76_MIC=0.5 x Z O 2 T Z i : = g = s = sigii = 3 gt t i B i - s - - S - —— " o . y — N . " gt . y — - s . - BT




1 ] £ £

50 60 70 &0 %0 100 110 o 130 140 150 160

180

MGH 78578 CPO00D647

MALFATETWTMRHRLLLT IGA | LVWCOL I SVFWLWHESKEDQ |OLLVASA | EGHNNOKHYEHEVREAVASLLVPSLLIVGLALY ISMLAVRKITRPLSRLOSELENRTPDNLTP IVLSESYPEVTAVTTALNOLVSRLNLTLDRERLFTADVAHE LRTPLAGLRLHLE L LAKVHGMGVDPL I OR

Kpl_mer1.1_17-6_] M\C—TG

1
=

2. Kpl_mer1.1217-66_MI

4, Kpl_mert.129-72_MI

5. Kpl_mer1,1.15-81_MIC=4
6. Kpl_mer1.1_1-17_MIC=16
7. Kpl_mer1.175-30 MIC=8
8. Kpl_mer8.1_1-26_MIC=64
9,

Kpl_mer8.1_1-44_MIC>64
10. Kpl_s mcr8.1_4-35_MIC>64
11. Kpl_mcr8.1 ~19-40_MIC=8
12. Kpl_mcr8.1_38-73_MI
13. Kpl_merg.1

14, Kpl_mer8.2_29-21_MI
15, Kpl_mcr8.2_11-62_MI
16. Kpl_mcr9.1_36-80_MI
17. Kpl_mer9.2_28-1-0_MI

18.
19,

20,

Kpl_mer8.2_28-33_MIC=1
Kpl_mer10.1_31-62_MIC=1
Kpl-A_mer10.1_25-52_MIC=1
5-76_MIC=0.5

21. Kplll_mer10.1_1

] JET 360 310 i 330 0 3= EE)

710 0 730 740

MGH 78578 CPO00647

LDOMTTSISOLLOLARYGOSFSAGSYOOVLLLDDYYKP LODE LEAMLAQROORLLLTD | ENETVWSGDATLIRV I LRNLVENAHRYSPEGSTIRVSVKAGLMPYMAVEDEGPG IDEAKSGELSKAFYRMDSRYGG | GLGLS IVTRIAOLHDAGFF LHNROPGPGVRAWY LFPORGGONVSTH

Kpl_mcr1.1_17-6 MIC=16
Kpl_mer1.

Kpl_mer1.
Kpl_mer1.
Kpl_mer1.
Kpl_mer1.

SwosonkWN =

.Kpl mer8,1_4-35_MIC>64
. Kpl_mcr8.1_19-£0_MIC=8
. Kpl_merB.1_38-73_MI
Kpl_mcr8.1_38-72 MIC=8
Kpl_mer8.2_29-21_MIC=4

Kpl_mcr8.2_11-62_MIC=4

. Kpl_mcr9.2_28-33_MIC=1
. Kpl_mer10.1_31-62_MIC=1

PPERPPPPEERPRPRRPER - PRED

<<
nn

20. Kpll-A_mer10.1_25-52_MIC=1
3 C 21, Kplil_mert0.1_15-76_MIC=0.5

1 10 0 £l 2 50 50 70 80 0 100 1o 120 130 140 150 160 170 130 150 200 218 220 223

MK 1LV | EDDALL LQGL | LAMOS EGYVCDGVS TAHEAAL SLASNHYS L IVLDLGLPDEDGLHFL SRMRREKMTQPW LI LTARDTLEDR| S GLDTGADDY LVKP FALE ELMAR | RAL LRRHNNQGONE | SWGNLRLMVTRRELVWLGETALDLTPKEYALL SRLMMKAGSPWHRE | LYND I YSWONMEPATHTLEVH IHNLREK | GKSR | RTVRGF GYMLANN | DTEr

. MGH 78578 CPO00647
Kpl_mcr1.1_17-6_ MIC=16
Kpl_mcr1.1_17-66_MIC=16
. Kpl_mecr1.1_29-72_MIC=4
Kpl_mcr1.1_15-81_MIC=4
Kpl_mer1.1 1-17_MIC=16
Kpl_mcr1.1_5-30_MIC=8
Kpl_mcr8.1_1-36_MIC=64
Kpl_mcr8.1 “1-44 MIC>64
L Kpl_ mer8.1_4-35 MIC>64
. Kpl_mer8.1.19-40 MIC=8
. Kpl_mcr8.1_38-73_MIC=8

S onsaunkwn

=]

. Kpl_mcr8.1_38-72_MIC=8
. Kpl_mcr8.2_29- 21_M\(—<‘.

. Kpl_mecr9.2-28-33 MIC=1
Kpl_mer10.4 31-62_MIC=1

. Kpll-A_mer10.1_25-52 MIC=1
. Kplll_mertQ.1_15-76_MIC=0.5

[ N
LEbmuank

1 0 20 ] a a7
MKKLRWVLLIVIIAGCLLLWTQMLNVMCDQDVQFFSGICTINKEFIPW,

MGH 78578 CPO0OG47
Kpl_mcr1.1_17-6 MIC=16
Kpl_mcr1.1217-66_MIC=16
Kpl_mcr1.1.29-72_ MIC=4
Kpl_mcr1.1_15-81_MIC=2
6

Kpl_mer1.

SpoENo W -
=
ary
3
A
iy

pog

. Kpl_mer9.1_36-80_ MIC=1

. Kpl_mcr9.2 28-1-0 MIC=1

. Kpl_mcr9.2_28-33_ MIC=1

L Kpl_mcr10.1_31-¢ -62_MIC=1
Kpl\ -A_merl 0.1 25-52_MIC=1

5 21. Kplll_mcr10.1_15-76_MIC=0.5

swm:w;;w

6  Supplementary Figure 1 Amino acid sequence alignments of K. pneumoniae chromosomal genes associated with colistin susceptibility

7  The reference gene sequences are from strain MGH 78578 (GenBank accession number CP000647.1). The species, mcr variants, strain names and the colistin



8  MIC values of the mcr-carrying isolates in this study are labeled. Identical bases are indicated by dots. (A) phoP (B) phoQ (C) pmrA (D) pmrB (E) mgrB
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Supplementary Figure 2 Characterization of mcr genetic contexts in this study

The plasmid name and incompatibility groups are labeled for each sequence. The genes
and gentic elements are colored as follows: red for mcr, green for the mobile genetic
elements (MGEs), orange for the mcr adjacent genes, and gary for the hypothetical
proteins. Grey shadings connect highly similar sequences. (A) mcr-1 (B) mcr-8 (C)
mcr-9 (D) mer-10



