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Abstract

Zanubrutinib-treated and treatment-naïve patients with chronic lymphocytic

leukaemia (CLL) orWaldenstrom’smacroglobulinaemiawere recruited in this prospec-

tive study to comprehensively profile humoral and cellular immune responses to

COVID-19 vaccination. Overall, 45 patients (median 72 years old) were recruited; the

majority were male (71%), had CLL (76%) and were on zanubrutinib (78%). Serocon-

version rates were 65% and 77% following two and three doses, respectively. CD4+

and CD8+ T-cell response rates increased with third dose. In zanubrutinib-treated

patients, 86% developed either a humoral or cellular response. Patients on zanubruti-

nib developed substantial immune responses following two COVID-19 vaccine doses,

which further improved following a third dose.
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1 INTRODUCTION

Vaccination can be an effective measure to prevent infection with

SARS-CoV-2, but specific treatments such as Bruton’s tyrosine kinase

(BTK) inhibitors are known to negatively impact humoral vaccine

responses [1]. In early data, rates of seropositivity following one and

two doses of COVID-19 vaccine were lowest in chronic lymphocytic

leukaemia (CLL) patients and in patients treated with BTK inhibitors

[1]. Data are now emerging on humoral responses in CLL patients after

the use of a third vaccine dose as well as the importance of early

cellular, predominantly T-cell responses [2–4].

Zanubrutinib is a next-generation BTK inhibitor, which is more

selective and has potentially less off-target activity, but its impact on

the range of immune responses to COVID-19 vaccination has not been

studied in detail [5]. As such, this prospective study was conducted

to evaluate a comprehensive range of humoral and cellular immune

responses to three doses of COVID-19 vaccine and the use of het-

erologous vaccination schedule in a well-defined group of patients

with CLL and Waldenstrom’s macroglobulinaemia (WM) treated with

zanubrutinib.

2 METHODS

A multicentre prospective observational cohort study was conducted

from March 2021 to March 2022 in Melbourne, Victoria, Australia.

Patients with CLL and WM currently receiving zanubrutinib therapy

and treatment-naïve patients (control cohort) were recruited during

this period. Vaccination was administered as standard of care in line

with the Australian vaccination program; ChAdOx1 and BNT162b2

vaccines were available to participants at the start of the study period.

For the third dose, mRNA vaccineswere recommended. Blood samples

were collected at baseline prior to vaccination, 21–30 days following

first and second doses and 6 months following the second dose, which

also encompasses the third dose (Figure S1).

All available blood samples at each time point were analysed

for antibodies against anti-receptor-binding domain (RBD), neutralis-

ing antibodies (nAb) against SARS-CoV-2 and SARS-CoV-2-specific B

cells and CD4+ and CD8+ T cells according to methods summarised

in Supplementary Table S1 [6–8]. All samples were also tested for

SARS-CoV-2 nucleocapsid antibody for previous COVID-19 infection.

In brief, the following definitions were utilised to classify immune

responses: seroconversion was a fourfold rise in RBD antibodies from

baseline, nAb response by achievement of >20% inhibition by surro-

gate virus neutralisation test and B-cell response by an increase in

percentage of SARS-CoV-2-specific B cells. CD4+ and CD8+ T-cell

responses were defined by a twofold increase in SARS-CoV-2-specific

CD4+ and CD8+ T cells, measured by activation-inducedmarker assay

for CD134+CD137+CD4+ and CD69+CD137+CD8+ T cells (Table

S1).

Clinical characteristics and immune responses were compared

between treatment-naïve and zanubrutinib-treated patients, under-

lying disease and primary two-dose vaccine type utilising Fisher’s

exact, chi-square and Mann–Whitney analysis with p < 0.05 consid-

ered statistically significant. Analyses were performed using Prism

version 9.4.1 (GraphPad software, CA, USA). This study was approved

by the Human Research Ethics Committee, Peter MacCallum Cancer

Centre.

3 RESULTS

Forty-five patients were recruited and CLL (34/45, 76%) was the most

common underlying disease, with the remaining patients diagnosed

withWM (Table 1). Patients had amedian age of 72 years (interquartile

range [IQR] 66–79 years), and the majority of them were male (71%).

Thirty-five (78%) patients were receiving treatment with zanubruti-

nib, while 10 (22%) were treatment naïve. Most patients were on

zanubrutinib as the first-line therapy (19/35, 54%).

The majority of patients received ChAdOx1 (41/45, 91%) as their

initial two-dose schedule, while the remaining received BNT162b2

vaccine. All patients received two doses, while 42 (93%) had three

doses, with a median time of 4 months (IQR 3–5) from the second to

third dose. The BNT162b2 vaccine was most commonly used for the

thirddose (34/42, 81%). Eighty-threepercent of patients hadaheterol-

ogous vaccination schedule (different vaccine platform for the third

vaccine dose). At baseline, no patients had prior COVID-19 infection,

while two patients developed COVID-19 during the study period and

were excluded from subsequent analysis (Figure S1). These infections

weremild andmanaged as outpatients.

Following two and three doses of the COVID-19 vaccine, 65% and

77% of all participants achieved seroconversion, respectively. In terms

of nAb response, 42% and 64% of patients mounted an nAb response

against wild-type SARS-CoV-2 after two and three doses, respec-

tively. The proportion of patients achieving SARS-CoV-2-specific B-cell

responses, CD4+ and CD8+ responses increased from 4% to 36%

(p = 0.02), 69% to 85% and 63% to 69%, respectively, with the third

dose.

Humoral and cellular immune response rates were lower in

zanubrutinib-treated compared to treatment-naïve patients following

two and three doses, with detailed results in Table 2. In particular,

nAb response rates were significantly lower (two doses, 26% vs. 86%,

p = 0.02). Mean RBD antibody titres, nAb percentage inhibition and

SARS-CoV-2-specific B cells were significantly lower following second
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TABLE 1 Patient characteristics and vaccination details

Demographics N= 45 (%)

Age (IQR) 72 years (66–79 years)

Sex

Male 32 (71%)

Female 13 (29%)

Underlyingmalignancy

CLL 34 (76%)

WM 11 (24%)

Treatment

Zanubrutiniba 35 (78%)

Treatment naïve 10 (22%)

Number of lines of therapy,

median (IQR)

(zanubrutinib group)

1 (1–2)

Zanubrutinib-treated group (n= 35)

First-line therapy 19 (54%)

Second-line of therapy 10 (29%)

Third or greater line of

therapy

6 (17%)

Anti-CD20 antibody therapy

in the last 12months

0 (0%)

Number of vaccine doses

Two doses 45 (100%)

Three doses 42 (93%)

Time between second and

third dose, months (IQR)

4 (3–5months)

Time between third dose and

third time point, months

(IQR)

2 (1–3months)

Vaccine type for initial two doses

ChAdOx1 41 (91%)

BNT162b2 4 (9%)

Type of three-dose schedule (n= 42)

Heterologousb 35 (83%)

Homologousc 7 (17%)

Abbreviations: CLL, chronic lymphocytic leukaemia; IQR, interquartile

range;WM,Waldenstrom’s macroglobulinaemia.
aCLL (n= 25);WM (n= 10).
bHeterologous: ChAdOx1–ChAdOx1–BNT162b2 (n = 31), ChAdOx1–

ChAdOx1–mRNA1273 (n = 4). Treatment naïve (n = 6), CLL-zanubrutinib

(n= 20),WM-zanubrutinib (n= 9).
cHomologous: BNT162b2 × 3 (n = 3), ChAdOx1 × 3 (n = 3), BNT162b2–

BNT162b2–mRNA1273 (n = 1). Treatment naïve (n = 2), CLL-zanubrutinib

(n= 4),WM-zanubrutinib (n= 1).

and third doses in zanubrutinib-treated compared to treatment-naïve

patients (Figure S2). The mean CD4+ and CD8+ T-cell counts by

treatment status are also summarised in Figure S2.

In zanubrutinib patients who did not achieve an RBD antibody

response after two doses, 70% (7/10) and 50% (5/10) achieved

SARS-CoV-2-specific CD4+ and CD8+ T-cell responses, respectively.

Overall, 86% (21/24) of zanubrutinib-treated patients achieved either

a humoral or cellular response after two doses, while 38% (9/24)

achieved both a cellular and humoral response. Of 10 patients who

did not achieve an RBD-serologic response after two doses, only one

patient (10%) seroconverted after the third dose. After three doses,

81% (13/16) of zanubrutinib-treated patients maintained a positive

humoral or T-cell response. There were no differences in immune

responses according to underlying disease (CLL vs.WM) (Table S2).

Seroconversion, CD4+ and CD8+ T-cell response rates were higher

by 7%–14% in patients who received BNT162b2 as their initial two

doses compared to ChAdOx1, but the differences were not statisti-

cally significant. The RBD antibody seroconversion rate and CD4+ and

CD8+ T-cell responses were higher following heterologous three-dose

vaccination compared to homologous vaccination schedule, but the

differences did not reach statistical significance (Table S3).

4 DISCUSSION

Compared to published literature, the design of our study had three

advantageous aspects: (1) patients were enrolled prospectively and

tested uniformly; (2) we used a fourfold rise in antibody levels to

define serological response, in line with established definitions utilised

in influenza vaccination studies [9]; and (3) T-cell responses were

assessed at all time points. These differences may explain why a

higher proportion of zanubrutinib-treated patients mounted an anti-

body response (57% for RBD, 26% for nAb) compared to the studies

of other BTK inhibitor and B-cell targeting therapies (∼35% seroposi-

tivity rate) [1]. The response rate was observed despite the absence of

a SARS-CoV-2-specific B-cell response. Other explanations include the

frequent use of zanubrutinib as first-line therapy and the lack of recent

anti-CD20 antibody therapy. However, response rates are still lower

compared to treatment-naïve patients, supporting the recommenda-

tion for vaccination prior to commencement of targeted therapies [1,

3]. Immune responses were similar between CLL and WM patients,

but potential differences may not have been detected due to limited

patient numbers.

SARS-CoV-2 T-cell responses, in particular CD8+ T-cell responses,

may be critical for protection against severe COVID-19 disease, espe-

cially for patients with haematological malignancies [10, 11]. While

on zanubrutinib, the proportion of patients who developed CD4+

and CD8+ T-cell responses was 7%–18% higher than the propor-

tion of patients who developed RBD antibody responses. Response

rates of 70% achieved with two doses and 80%–90% with three

doses were comparable to rates in CLL patients not on active therapy

and higher than patients with prior lines of therapy or on ibruti-

nib [2, 12, 13]. Higher BTK selectivity and lower off-target activity

of zanubrutinib on other kinases, such as interleukin-2-inducible T-

cell kinase compared to ibrutinib may contribute to improved T-cell

responses [14]. In patients without an RBD antibody response after

two doses, 70% mounted a CD4+ and 50% a CD8+ T-cell response.

In aggregate, 86% of patients on zanubrutinib had either a humoral
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TABLE 2 Overall immune response rates following two and three doses of COVID-19 vaccine by treatment status

Immune

response After two doses After three doses

Two versus

three doses

Treatment

status

Treatment

naive Zanubrutinib

TN versus

ZB, p Overall

Treatment

naive Zanubrutinib

TN versus

ZB, p Overall Overall p

Seroconversion

(RBD antibody)

88% (7/8) 57% (13/23) 0.20 65% (20/31) 100% (5/5) 71% (12/17) 0.29 77% (17/22) 0.38

Neutralising

antibody (wild

type)

86% (6/7) 26% (5/19) 0.02 42% (11/26) 100% (5/5) 53% (9/17) 0.12 64% (14/22) 0.16

SARS-CoV-2 B

cell

13% (1/8) 0% (0/20) 0.29 4% (1/28) 100% (3/3) 13% (1/8) 0.02 36% (4/11) 0.02

SARS-CoV-2

CD4+ T cells

56% (5/9) 71% (17/23) 0.38 69% (22/32) 75% (3/4) 89% (8/9) >0.99 85% (11/13) 0.46

SARS-CoV-2

CD8+ T cells

56% (5/9) 65% (15/23) 0.70 63% (20/32) 50% (2/4) 78% (7/9) 0.53 69% (9/13) 0.74

Abbreviations: RBD, receptor-binding domain; TN, treatment naïve; ZB, zanubrutinib.

and/or cellular response, supporting the benefit of vaccinating such

patients.

Following the third dose, higher proportion of patients achieved

humoral and cellular responses, supporting the use of three COVID-19

vaccinedoses inpatientsonBTK inhibitors. In contrast toother studies,

90% of patients in our study received an adenovirus vectored vaccine

for the initial two doses, while the majority (83%) received a heterolo-

gous three-dose vaccination [1, 3]. The use of heterologous vaccination

has been suggested as an approach to improve vaccine responses [15].

In this study, a higher frequency of patients achieved humoral and cel-

lular responses with heterologous three-dose vaccination compared

to homologous vaccination, but with limited patient numbers, the dif-

ferences were not statistically significant. Further larger studies are

required to evaluate this strategy.

This study has several limitations, namely, the homogenous dis-

ease treatment, relatively small control patient cohort, the differ-

ent approaches to T-cell response and definition of RBD antibody

response may limit comparability with other studies. However, our

study uniquely evaluated a comprehensive range of humoral and cel-

lular responses following three doses of COVID-19 vaccine in patients

treated with the latest generation BTK inhibitor.

Zanubrutinib-treated patients achieved substantial serological and

cellular immune responses following vaccination with two doses of

COVID-19 vaccine, and response rates further improved with the use

of a third dose. The use of heterologous vaccination schedules requires

further study.

AUTHOR CONTRIBUTIONS

Monica A. Slavin, Constantine S. Tam, Katherine Kedzierska, Benjamin

W. Teh and Thi H.O. Nguyen designed the study. Chhay Lim, Masa

Lasica, Ashley Whitechurch, Constantine S. Tam and Benjamin W. Teh

recruited patients for this study. Thi H.O. Nguyen, Surekha Tennakoon,

Natalie R. Saunders, Lilith F. Allen, Louise C. Rowntree, Brendon Y.

Chua, Lukasz Kedzierski, Hyon-Xhi Tan, Adam K. Wheatley, Stephen

J. Kent, Theo Karapanagiotidis, Suellen Nicholson and Deborah A.

Williamson performed laboratory analysis and experiments. Thi H.O.

Nguyen, Chhay Lim, Lilith F. Allen, Louise C. Rowntree and Benjamin

W. Teh analysed results and prepared tables and figures. Benjamin W.

Teh, Monica A. Slavin, Constantine S. Tam, Katherine Kedzierska and

Thi H.O. Nguyenwrote the paper with input from all authors.

ACKNOWLEDGEMENTS

The authors would like to thank Emily Klimevski for her contribution

to processing of blood samples. This work was supported by the Med-

ical Research Future Fund Emerging Leadership (Level 2) Investigator

Grant to B. W. T. (#1195894), NHMRC Leadership Investigator Grant

to K. K. (#1173871), NHMRC Leadership Investigator Grant to M. A.

S., NHMRC EL2 to D. A. W. (#1174555), the MRFF Award (#2005544)

to K. K., S. J. K. and A. K. W., MRFF Award (#2016062) to K. K., T.

H. O. N., L. C. R., S. J. K., A. K. W. and B. W. T., and NHMRC Emerg-

ing Leadership Level 1 Investigator Grant to T. H. O. N. (#1194036).

C. S. T. received research funding from the Global Research Foun-

dation. We acknowledge the Melbourne Cytometry Platform (Peter

Doherty Institute andMelbourne Brain Centre nodes) for provision of

flow cytometry services and Professor Florian Krammer (Icahn School

of Medicine at Mount Sinai, New York) for providing ancestral RBD

protein. This investigator-initiated study was supported by research

funding fromBeigene.

CONFLICTS OF INTEREST

Benjamin W. Teh has received research funding fromMSD, Sanofi and

Seqirus and is on the advisory board for Moderna, CSL-Behring and

Takeda. All other authors declare they have no relevant conflicts of

interest.

ETHICS STATEMENT

This study was approved by the Human Research Ethics Committee,

PeterMacCallumCancer Centre (HREC/74260/PMCC-2021).



220 NGUYEN ET AL.

PATIENT CONSENT STATEMENT

All participants providedwritten informed consent.

DATA AVAILABILITY STATEMENT

For the study protocol and de-identified pooled data for an human

research ethics committee approved study, please contact correspond-

ing author. Individual patient data will not be shared and data transfer

agreement will be required.

ORCID

Chhay Lim https://orcid.org/0000-0003-4141-1765

Constantine S. Tam https://orcid.org/0000-0002-9759-5017

BenjaminW.Teh https://orcid.org/0000-0003-0213-5470

REFERENCES

1. Teh JSK, Coussement J, Neoh ZCF, Spelman T, Lazarakis S, Slavin MA,

et al. Immunogenicity of COVID-19 vaccines in patients with hemato-

logical malignancy: a systematic review andmeta-analysis. Blood Adv.

2021;6(7):2014–34.

2. Haydu JE,Maron JS, ReddRA,Gallagher KME, Fischinger S, Barnes JA,

et al. Humoral and cellular immunogenicity of SARS-CoV-2 vaccines in

chronic lymphocytic leukemia: a prospective cohort study. Blood Adv.

2022;6(6):1671–83.

3. Herishanu Y, Rahav G, Levi S, Braester A, Itchaki G, Bairey O, et al.

Efficacy of a third BNT162b2 mRNA COVID-19 vaccine dose in

patients with CLL who failed standard 2-dose vaccination. Blood.

2022;139(5):678–85.

4. Parry H, Bruton R, Roberts T, McIlroy G, Damery S, Sylla P, et al.

COVID-19 vaccines elicit robust cellular immunity and clinical pro-

tection in chronic lymphocytic leukemia. Cancer Cell. 2022;40(6):

584–6.

5. Tam CS, Brown JR, Kahl BS, Ghia P, Giannopoulos K, Jurczak W,

et al. Zanubrutinib versus bendamustine and rituximab in untreated

chronic lymphocytic leukaemia and small lymphocytic lymphoma

(SEQUOIA): a randomised, controlled, phase 3 trial. Lancet Oncol.

2022;23(8):1031–43.

6. Nguyen THO, Rowntree LC, Petersen J, ChuaBY,Hensen L, Kedzierski

L, et al. CD8(+) T cells specific for an immunodominant SARS-CoV-2

nucleocapsid epitope display high naive precursor frequency and TCR

promiscuity. Immunity. 2021;54(5):1066–82.e5.

7. ZhangW, Chua BY, Selva KJ, Kedzierski L, Ashhurst TM, Haycroft ER,

et al. SARS-CoV-2 infection results in immune responses in the respi-

ratory tract and peripheral blood that suggest mechanisms of disease

severity. Nat Commun. 2022;13(1):2774.

8. Juno JA, TanHX, LeeWS,Reynaldi A, KellyHG,WraggK, et al. Humoral

and circulating follicular helper T cell responses in recovered patients

with COVID-19. NatMed. 2020;26(9):1428–34.

9. Teh BW, Leung VKY, Mordant FL, Sullivan SG, Joyce T, Harrison

SJ, et al. A randomized trial of two 2-dose influenza vaccination

strategies for patients following autologous hematopoietic stem cell

transplantation. Clin Infect Dis. 2021;73(11):e4269–77.

10. Bange EM, Han NA, Wileyto P, Kim JY, Gouma S, Robinson J, et al.

CD8(+) T cells contribute to survival in patients with COVID-19 and

hematologic cancer. NatMed. 2021;27(7):1280–9.

11. KedzierskaK, ThomasPG.Countonus: T cells in SARS-CoV-2 infection

and vaccination. Cell RepMed. 2022;3(3):100562.

12. Mellinghoff SC, Robrecht S, Mayer L, Weskamm LM, Dahlke C, Gruell

H, et al. SARS-CoV-2 specific cellular response following COVID-19

vaccination in patients with chronic lymphocytic leukemia. Leukemia.

2022;36(2):562–5.

13. Shen Y, Freeman JA, Holland J, Naidu K, Solterbeck A, Van Bilsen

N, et al. Multiple COVID-19 vaccine doses in CLL and MBL improve

immune responses with progressive and high seroconversion. Blood.

2022;140(25):2709–21.

14. TamCS, Trotman J, Opat S, Burger JA, Cull G, Gottlieb D, et al. Phase 1

studyof the selectiveBTK inhibitor zanubrutinib inB-cellmalignancies

and safety and efficacy evaluation inCLL. Blood. 2019;134(11):851–9.

15. Munro APS, Janani L, Cornelius V, Aley PK, Babbage G, Baxter D,

et al. Safety and immunogenicity of seven COVID-19 vaccines as

a third dose (booster) following two doses of ChAdOx1 nCov-19

or BNT162b2 in the UK (COV-BOOST): a blinded, multicentre, ran-

domised, controlled, phase 2 trial. Lancet. 2021;398(10318):2258–76.

SUPPORTING INFORMATION

Additional supporting information can be found online in the Support-

ing Information section at the end of this article.

How to cite this article: Nguyen THO, Lim C, LasicaM,

Whitechurch A, Tennakoon S, Saunders NR, et al. Prospective

comprehensive profiling of immune responses to COVID-19

vaccination in patients on zanubrutinib therapy. eJHaem.

2023;4:216–220. https://doi.org/10.1002/jha2.639

https://orcid.org/0000-0003-4141-1765
https://orcid.org/0000-0003-4141-1765
https://orcid.org/0000-0002-9759-5017
https://orcid.org/0000-0002-9759-5017
https://orcid.org/0000-0003-0213-5470
https://orcid.org/0000-0003-0213-5470
https://doi.org/10.1002/jha2.639

	Prospective comprehensive profiling of immune responses to COVID-19 vaccination in patients on zanubrutinib therapy
	1 | INTRODUCTION
	2 | METHODS
	3 | RESULTS
	4 | DISCUSSION
	AUTHOR CONTRIBUTIONS
	ACKNOWLEDGEMENTS
	CONFLICTS OF INTEREST
	ETHICS STATEMENT
	PATIENT CONSENT STATEMENT
	DATA AVAILABILITY STATEMENT

	ORCID
	REFERENCES
	SUPPORTING INFORMATION


