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SUPPLEMENTAL MATERIAL

SUPPLEMENTAL FIGURE LEGENDS

Supplemental Figure 1: Demographics of the 102 intermediate-risk pediatric HL patients in-
cluded in the TMA. Patients are stratified by age and HL subtype. Total number of patients for each
age is summarized (total height of bar). MC = mixed cellularity subtype (gray), NS = nodular scle-
rosing subtype (black), LP = lymphocyte predominant subtype (white), NOS = HL not otherwise
specified (speckled).

Supplemental Figure 2: Immunohistochemistry of NF-kB subunits based on rapidity of re-
sponse to treatment. Comparison of protein expression intensities in rapid early responders (RER)
(top panel) and slow early responders (SER) (bottom panel). Antibodies include Rel-A (far left),
Rel-B (mid-left), c-Rel (mid-right), and NIK (far right). Pictures were taken at 400x magnification
using an Olympus BX41 microscope. Whole images were adjusted for contrast and brightness.
Supplemental Figure 3: Spearman correlation coefficients between NF-kxB pathway proteins
stratified by EBV status. Nuclear (top panel) and cytoplasmic (bottom panel) NF-xB pathway pro-
tein correlations were examined in EBV- patients (left panels) and EBV+ patients (right panels).
Top number is the correlation coefficient and the bottom number is the statistical significance (raw p
value). Statistically significant correlations after correction for multiple comparisons are noted in
bold. Significant results are also designated with asterisks, *p<0.05, **p<0.01.

Supplemental Figure 4: Spearman correlation coefficients between NF-kB pathway proteins
stratified by rapidity of response to treatment. Nuclear (top panel) and cytoplasmic (bottom
panel) NF-xB pathway protein correlations were examined in patients with rapid early response to
treatment (RER) (left panels) vs. those with a slow early response to treatment (SER) (right panels).

*p<0.05, **p<0.01.
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Supplemental Table I: Antibodies used for IHC

Antibody | Clone Source Catalogue | Dilution | Reference

CD30 Ber-H2 Dako MO751 1:15 (40)

EBV- CS.1-4 | Dako MO897 | 1:25 (41)

LMP1

Rel-A-p65 | Poly AbCam 31481 1:50 (42)

P-Rel-A Poly AbCam 30623 1:50 (42)

Rel-B C19 SantaCruz SC226 1:50 (43)

c-Rel Poly CalBiochem | PC139 1:50 (44)

NF-kB1 Ser933 Cell Signal- | 3035 1:200 (39)
ing

P-NF-xB2 | 18D10 Cell Signal- | 3017 1:50 (39)
ing

P-1xB-a S32+S36 | AbCam 47752 1:50 (45)

P-IKK-o. | Poly GenScript A00356 1:50 -

IKK-B Poly Lifespan LS-B715 | 1:25 --

IKK-y Poly Cell Signal- | 2685 1:10 (39)
ing

NIK Poly AbCam 37712 1:20 (46)

A20 Poly AbCam AB74037 | 1:250 --
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Supplemental Figure 1:

Histologic Subtype by Age
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Supplemental Figure 2

RER

SER
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Supplemental Figure 3:

EBV negative

NF-«B in Pediatric Hodgkin Lymphoma

EBV positive
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Rel-A | Rel-B | c-Rel | NFxB1| kB-a | IKK-a | IKK-B | IKK-y NIK A20 RelA | Rel-A | Rel-B | c-Rel |NFxB1| kB-a | IKK-a | IKK- | IKK-y NIK A20

-0.077 0.453 0.588 0344 0.115 -0.109 | -0.064 0.021 0.267 0294 0.178 0.186 0248 -0.057 | -0.456 0.302 0.027 -0.080 | 0.034 0.023

<.0001** | <.0001** | 0.003 0.331 0.357 0.590 0.858 0.022 0.012 0.396 0.374 0.231 0.787 | 0.022 0.143 0.899 0.703 0.873 0.913

Rel-A 0.180 0.116 0.397 0279 0224 0294 0.369 0.440 0.064 0.068 0010 |-0.134 0.256 0.136 0.326 0219 0.036

0.119 0.327 ]0.0004* | 0015 0.052 0.010 | 0.001* |<.0001** 0.758 0.743 0.962 | 0514 0.208 0.508 0.104 0.283 0.860

Rel-B 0.482 0.247 0224 0.136 0.240 0.380 0.307 0.259 -0.031 | 0.013 0.284 -0.257 | -0.101 | 0.217 0.120

<.0001** | 0.031 0.051 0.241 0.037_]0.0007* | 0.008 0.202 0.880 | 0.951 0.160 0.206 0.625 0.287 0.560

c-Rel 0.361 0.191 0.048 0.030 0.333 0.416 0.183 0.348 -0.132 | -0.314 | -0.654 | -0.082 0.465

0.0013* | 0099 0.683 0.797 0003 | 0.0003* 0.370 | 0.081 0.520 0.118 ]0.0003* | 0690 0.017

NE-xB1 0.066 0.060 0.143 0.138 0228 0.325 0.083 0.117 -0.350 | -0.178 | -0.299 0214

& 0.578 0615 0.227 0.243 0.052 0.005 0.687 0.568 0.080 0.385 0.138 0.293

B 0.470 0.201 0.380 0.458 0.494 0.044 -0.121 -0.340 | 0.178 0.381

< <.0001** | 0,082 |0.0007* |<.0001** | <.0001** 0.831 0.557 0.089 0.385 0.055

KK-a 0.150 0.355 0.462 0417 0.138 0.393 0.625 0.250

0.196 0.500 0.047 10.0006* | 0218

0.631 0.355 -0.340

IKK-B 0.0005* | 0.076 0.089

0.379 -0.361

IKK-y 00s6 | 0070

NK 0354
A20

A20 RelA | Rel-A | Rel-B | c-Rel |NFxB2| IkB-a | IKK-a | IKK-B | IKK-y | NIK A20

0.164 0.169 0.124 0.184 -0.058 0.120 0.321 0.162 0.175 0315

0.424 0.408 0.546 0.369 0.780 0.559 0.109 0429 0.394 0.117

0.038 0.197 0.325 0.087 0.003 0.154 -0.048 0.441 0.088

0.852 0.334 0.105 0.674 0.989 0.454 0.811 0.024 0.666

0.612 0.319 0.045 0.266 0.309 0471 0.176 0.343

0.0009* | 0.112 0.826 0.190 0.125 0.015 0.389 0.086

0.259 0.357 0.1685 0.163 0.160 0.264 0.29%6

0.202 0.073 0.421 0.425 0.435 0.192 0.142

0.168 0.201 0.162 0.355 0415 0.235

0413 0.325 0.429 0.075 0.035 0.247

0.184 0.057 0.095 -0.052 0.052

0.368 0.783 0.645 0.802 0.801

0.429 0443 0.549 0.254

0.028 0.023 0.004 0.210

0.716 0518 0.042

<.0001**| 0.007 0.838

0418 0.049

0.034 0.812

0.154

0.453
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Supplemental Figure 4:

A Rapid Early Response B Slow Early Response

-RelA | Rel-A | Rel-B | c-Rel [NFxB1[ ikB-a | IKK-a [ IKK-B [ IKK-y | NIK | A20 [p-RelA [ Rel-A [Rel-B [ c-Rel [NF-xB1]IxB-a | IKK-a [IKK-p [IKK-y | NIK [ A20
RelA 0.007 | 0491 | 0.510 | 0284 | -0.008 | 0077 | -0.042 | 0023 | 0299 | 0.241 0018 | 0317 | 0649 | 0.141 | 0.221 | -0.379 | 0.106 | -0.403 | 0.074 | 0.533
bt 0949 |<.0001**|<.0001*| 0012 | 0.844 | 0503 | 0.716 | 0.844 | 0.008 | 0.034 0946 | 0216 | 0.005 | 0.590 | 0.395 | 0.133 | 0687 | 0.109 | 0.778 | 0.028
Rel-A 0068 | 0130 | 0030 | 0210 | 0247 | 0.123 | 0246 | 0322 | 0.380 0130 | 0261 | -0.425 | 0500 | 0.279 | 0421 | 0.398 | 0.421 | 0232
0550 | 0250 | 0.791 | 0.062 | 0.027 | 0276 | 0.028 | 0.004 |0.0006* 0597 | 0281 | 0079 | 0029 | 0.247 | 0073 | 0.092 | 0073 | 0.354
i 0464 | 0268 | 0126 | 0214 | 0.151 | 0.190 | 0.366 | 0.137 0739 [ 0589 | 0.396 | 0286 | -0.363 | -0.132 | 0.344 | 0.756
¢! <.0001**| 0.018 | 0265 | 0057 | 0182 | 0.092 | 0.0009*| 0.231 <.0003* | 0.010 | 0.093 | 0236 | 0.126 | 0.589 | 0.150 | .0003*
- 0346 | 0344 | 0119 | -0043 | -0.131 | 0.228 [ 0.348 0481 | 0410 | 0.067 | -0.039 | -0.299 | 0.447 | 0.798
o | 0002 | 0002 | 0293 | 0707 | 0247 | 0.042 | 0.002 0043 | 0081 | 0785 | 0873 | 0.214 | 0055 |<.0001*
= 0065 | 0063 | 0.153 [ 0.166 [ 0.083 | 0.277 0013 | 0054 [ -0609 | -0584 | 0.184 | 0.398
o NF-xB1 0574 | 0582 | 0.181 | 0.147 | 0470 | 0.014 0959 | 0832 | 0007 | 0011 | 0464 | 0.102
O e 0327 | 0076 | 0.158 | 0.380 | 0.414 0555 | 0335 | 0202 | 0578 | 0625
3 i 0003 | 0501 | 0.161 | 0.0005*|0.0002** 0014 | 0161 | 0226 | 0.010 | 0.006
z 0175 | 0.368 | 0.489 | 0.359 0.142 | 0314 | 0.464 | 0.220
IKK-a 0.121 | 0.0008* |<.0001* 0.001 0563 | 0.190 | 0.045 | 0.380
0617 | 0.451 [ 0.089 0600 | 0.187 | -0.084
IKK-B <.0001*[<.0001*{ 0.441 0007 | 0442 | 0.740
0.465 | 0.241 0.143 | -0.168
IKK-y <.0001*| 0.034 0561 | 0.508
0.494 0,502
NIK <.0001** 0.034
A20

C D

IKK-a [ IKK-8 | IKK-y | NIK | A20 RelA | Rel-A | Rel-B | c-Rel |NF-xB2| IxB-a | IKK-a [IKK-B |IKK-y | NIK | A20
0072 | 0392 0258 | 0.158| 0318 0088 | 0.068 | 0339 | 0445 | 0.026 | 0.197 | 0.097 | -0035 | 0353 | 0.224
0004 | 0109 | 0036 | 0072 | 0536 |0.0004*| 0.024 | 0.169] 0.005 0728 | 0.789 | 0.169 | 0.064 | 0.919 | 0433 | 0702 | 0.889 | 0.151 | 0.372
0016 | 0329 | 0321 | 0263 [ 0.166 | 0297 | 0.411] 0.478 0050 | 0256 | -0.016 | 0.569 | 0.316 | 0.470 | 0.379 | 0.406 | 0.086
0003 | 0004 | 0019 | 0.140 | 0008 |0.0002**|<.0001** 0838 | 0291 | 0950 | 0.011 | 0.188 | 0.042 | 0.110 | 0084 | 0.736
Rel8 0280 | 0219 | 0.358 | 0413 | 0520 | 0.363 | 0.441 0490 | 0484 | 0265 | 0.127 | 0072 | 0227 | 0.138 | 0.449
0012 | 0051 [ 0.0011*0.0001*|<.0001**| 0.0009* | <.0001** 0033 | 0042 | 0272 | 0605 | 0.769 | 0.351 | 0573 | 0.062
&Rel 0284 | 0264 | 0098 | 0200 | 0288 0.202 0279 | 0671 | 0591 | 0244 | 0403 | 0575 | 0.529
E 0018 | 0.389 | 0076 | 0.010| 0.076 0.261 | 0.002 | 0.008 | 0314 | 0.087 | 0.010 | 0.024
N | nraB2 0163 | 0.126 | 0350 | 0.241| 0.394 0095 | 0058 | 0358 | 0.086 | 0.123 | 0.260
© 0152 | 0270 | 0002 | 0033 |0.0004* 0.707 | 0818 | 0.145 | 0.736 | 0628 | 0.298
'5_ IxB-a 0321 | 0046 | 0313 | 0377 | 0.262 0564 | 0130 | 0578 | 0586 | 0.501
° . 0.686 | 0.005 | 0.0006*| 0.021 0012 | 0597 | 0010 | 0.008 | 0.034
*= | KKa 0473 | 0.601 | 0.448 0117 | 0.698 | 0.865 | 0.444
> <.0001** |<.0001**|<.0001** 0634 |0.0009* [<.0001**| 0.065
O [k« 0.676 | 0.395| 0.369 0.464 | 0274 | 0.017
$ <.0001**| 0.0003 | 0.0009* 0046 | 0257 | 0947
IKK- 0.529 | 0.498 0.734 | 0.497
v <.0001**|<.0001** 0.0003* | 0.036
0.453
NI 0.059

A20
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